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b h CC ^^;^7^:/s^i$4 (CCR4) (ommmMmic^m^^^Rft^L. t hjfa 

^l-m^Rlt4±^^^ti:\^^}:: CDR ^M^jii** Acfi^cDjnfWK". CCR4 (Z)^ 

^ffiigcf^^i^^^icsj^L. CCR4 mmm^Mi^mmm^^'&^yr:^\i hm cm 
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m m * 



\Z.n\^Xmm^\^^)^-\^. CCR4 y ;?f>' K-efeS TARC ^fci* MDC CCR4 -^(Dm 

^m^m-r ^ ^^^^ $ v ^ n b §u cdr i^mfiW--^ ^ x:^^(D^w'^y\ m-r s o 

i&^Ts CDR ^^wa-fS) ^^^^^ CCR4 \<Lm^^\^^l^- 



(major basic protein) ^(Z)|fflBa«#14i^SttMfiK^*^{±i LTjlfflfDlMf* 
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^Smiib. IgE ^^S^^^o ^S^:h.fc IgE ^UhcD^^M.'^^hfS^'O 

i^mum<o'mm^^'^'r. -^tzmmmm^h^n^^'^ il-4. il-is fi:E\x. 

B ?^fflJiS^=»e>0 IgE ^:fc^3:*-^■t"§w^^^¥lJl^bTV^§ (Am. J. Respir. Crit. 
Care Med. , 152, 2059 (1995), Immunol. Today, 15, 19 (1994) )„ ^ j; 5 

v>5^/w~;— T IBJJ^ iSXr. CD4+Th »^:^flBi-6) -efc^o ^l^l-> 

^^Itt'fi^ T |fflfla;6Ui;f]Pb-CV>^r ^ j'cC^^S§g?3:0^{-$HTV>;5 (Am. Rev. 

Respir. Dis. , 145, S22 (1992) )o 

^/W^— T mi^U. S^fc^tL-Sf-'Y h:^-/ ^^i-ioT Thl Iffll^^ Th2 rj^BISti 
(Annu. Rev. Immunol., 7, 145 (1989) )o Th2 iPBiaf*. IL-4, IL-5 
*5 j;tJ? lL-13 ?te^*^Ki^-t-5o Th2 «:6SS^-r^i^-f h:;^^^ Th2 i^-r h 

(i/7 Kitro) -amW-t^ll Th2 i^-r h:^-^ ^^WclH-r^ (Proc. Natl. Acad. 
Sci. USA, 88, 4538 (1991)) o * . S ^ ^ <7) M W W 1^ ^ ?^ 
(bronchoalveolar lavage fluid : J^T HAL t^mir^) ■^m.M^mat Th2 
mmHi^^^'f'^ (N. Engl. J. Med., 326, 298 (1992), Eur. J. Immunol., 
23, 1445 (1993) )o T U/\^^—B^mW}^^y"^^^'^^(^ BAL ^mS^<Dm^ <D-f-^ 
h:*^V(D mRNA m^^^^^t. Th2 i^^ h;^/'Yi/T'fe^ IL-4. IL-5 O 
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mRNA (^^Ji.:d5±#bTV^5 (Clin. Immunol. Immunopathol. , 75, 75 (1995))o 

m^^^^Mmi^mm^t^mm^ti a. Exp. Med, ise, m? (1997). j. 

Immunol, 160, 1378 (1998)). ^SS^f (J. Immunol, 161, 

3128 (1998))o n^Sm#CD^3t3^ife^lai^> T h t:°-t4>^jt2^m^(D^^tP(-*5 
\,^Xi±IL-5(Dm^^^M^iatl (J. Clin. Invest., 87, 1541 (1991), J. Exp. 
Med., 173. 775 (1991)). m^^^T U/V^-m^^m(D IL-5 (D^m*{*> 

iL-13 jfiL?tit igE m^xumwMMm igE m.t^<mmir^ (mm 

^, 32, 19 (1998) )o 

^-yM^fD^iLm^X-oX. cxc. cc. c. *5j:t)? CX3C (Di?-:/:7r ^ 

^ii^n^o m^^xi^ 16 mm(D^^:fy4^^^^i^A^m^^nxis^ (curr. 

Opi. Immunol., U, 626 (1999)). ^fc. ^U^"^:^ ^ >'^^i^i^. Thl 
Th2mjfe^'cDeifil«^-J; «5^ii.;eiW£^ (mX^, 17, 1022 (1998) )o 
t b CCR4 t h^^MM^MM^m KU-812 K5-5 ^ bTi^^n— 

ij'^^iTbfc G 7 mmMmm^mw^x^^ a. bioi. chem., 270, 

19495 (1995). W096/23068)o CCR4 (Z)M]i:il|l*i«r 5: / ^BB^'J 40—67 # @ . 
78~97#g. 113—133 #@. 151— 175 #@. 207— 226 # @ . 243— 270 #S. 

285—308 #g. 'm^^mm-^T ^ ymnm 1—39 98—112 #b. i76— 
206 #@. 271-284 #@. m^^\^m.m~ir ^ / m^mi 68-77 #@. 134-150 

#g. 227—242 #S. 309—360 # @ "^feS i:^i^$tl^TV^5o ^^^13—::^^:^^^ 
^^{4 CCR4 (D!;:^fVK^5 MlP-la (macrophage inflammatory protein-la). 
RANTES (regulated on activation normal T-cell expressed and secreted). 
t)b<f* MCP-1 (monocyte chemotactic protein) X ^ t $1^^ ^ flX ^^t^ 
(Biochem. Biophys. Res. Commun. , 218, 337 (1996). W096/23068)o 
^C>#flMbfct h^^^ik^WM (peripheral blood mononuclear cells) 



3 



wo 03/018635 



PCT/JP02/08828 



mBB^T^^ hM^^ ^ TARC (thymus and activation - regulated 
chemokine) (J. Biol. Chem. , 271. 21514 (1996)) >55 CCR4 K^mmKm^iT 
^^tmmi^fc (J. Biol. Chem., 272, 15036 (1997))o $ l--^^:^ a "7 r 
— i^-^^S^^M^tifcMDC (macrophage-derived chemokine) (J. Exp. Med., 
185 . 1595 (1997)). STCP-1 (stimulated T cell chemotactic protein-1 

(J. Biol. Chem.. 272, 25229 (1997)) TARC J: «9 ^9t< CCR4iCjg^^§r 

^^>#^^tbTV>a (J. Biol. Chem., 273, 1764 (1998))c 

CCR4 f*. i^-f h^&'Yv • ^^:fy^^^m^-m^^-^ cm+ih mm^mm\^x\^ 

^:Lt^^^^t\^ (J. Biol. Chem., 272, 15036 (1997)). ^ CD4+Th » 

Th2 mmKmum^m^i^-^^^^^^'^^^'^^^'^^ (j- exp. Med.. 

187 . 129 (1998). J. Immunol., 161> 5111 (1998))„ ^ hK. zx.'yauif^—/ 
p<^y— T5»iJ3^ (CD4+/CD45R0+) ^1114' CCR4+lffllS:aS5S^^$*^^ CCR4+m?r 
mW^'^^l IL-4. IL-5 SfS^-rS^^ IFN-y(im^^tL/^V^ (Int. Immunol., 
11, 81 (1999)) o "^fcT^^y^T jfflJIS^'J^ CLA (cutaneous lymphocyte 
antigen) PJfe. a4p8 ^ ^-7^ P ^/^ft^Hl- CCR4+|ffljja;5S^ bT^S 19 . CCR4 

-CV^§r^;aS#^$tbTV^-5 (Nature, 400, 776 (1999))o j^-hO^i^^^b. 

5^^^;05f|^$tbfc#^l^:7«^U-T m}*^mii$ti.T CCR4 Sr^mu^ CCR4 
(D y K-^ 6 MDC ^ fc TARC tci J; o T ^ ^ P — T ^Ji&;6S|^^m^0f l-^^ I- 

:ft3ei^5^cCoT. t h-efi-:^^^ ri^fflBS (Journal of Immunology, 

164 . 4048-4054 (2000). Blood, 97, 367-375 (2001)) •^Jk/J^^ (Thrombosis 
Research, 101. 279-289 (2001). Blood, 96, 4046-4054 (2000). Blood, 97. 
937-945 (2001)) t;i^> CCR4 ^S^m^tl^TV^S ^ ^ ^^PJ bjO^t-^c^ofdo 

CCR4 (O V K-efcS TARC ^fcn MDC (Djgfel^ll. -Tt^t^^ CCR4 T^^^ =i^^ 

;^ h ^A^m.mM ^ P-i-*"t- ^:zt7!}^^hnx\^^^ (W099/15666) o :i o j; 5 
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jk/hlSiclfi CCR4 O^m;5^^*?)fett5o m^i-f. Adrian (Blood, 97, 937- 
945 (2001)) > Abi-Younes h (Thrombosis Research, 101, 279-289 (2001). 
WOOO/42074. WOOO/41724) fiV^-fH^jt f J&L/Jn^-X?(D CCR4 (D^m^^ CCR4 tjl 

^2^^^:J:t)^lilbTV^6o ^tt^-CJ- CCR4 JdRjiStt^^-T^JO^ t bJk/h^f- 

^^^^e^^'C''"^ (Blood, 70, 428-431 (1987). Transfusion 

Science, 19, 245-251 (i998))o sk4^mm'>^sk4-umm\mm^-^:^^mm 

ttlliiSlJ: ^ ^|§;65't'i'f^tbTV^§ (Nature Medicine, 6, 114 (2000) . 
BioCentury, A8 of 18 (2002. 06, 20) ) o 

^^a)^^iZ.^r2iylymm<DjmmitRmt^^htlX\^^o ^i^X^< (D^:yy<^ 
^y!)%^x:t-^-^iy:mM(Dmmi\:.^^^-f^^t:dm^^nX\^^^ (chemistry and 
Biology, 7, R57-R61 (2000))o i^m^b^^tt v^i^a^t^lM bXf^. i£ 

^ ^-/^c^^aa^ -^ofP^l-MUT^i^tj $;^^•rv^;5 (Cell, 96, 667-676 
(1999))o CCR4ic:MU-r^>. li-Mim7&<K4:mm(D^tixy:ymm-A^WtEir^t^^ 

m^c^ Th2 ^^B.^m^Bi^M-r^mmmt u-cf^. (Df--f b:^7-f • 

;5;^>'i3:M-r5^^^lJ. t f^btn: IL-5 ^^i^ (SB-240563 : :^ ^ ^ • 
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^ ^'tf— ^^i^^t^ Sch-55700 (CDP-835) : az— ]) ' 'f'y'^/^JV'r 
V^%±). t h'fb^ IL-4 (US Patent No. 5,914,110), RrM4<5r^;;&^ ^ 

^^W- (J. Immunol., 160. 624 (1998)) fi:E. Yio ^ ' ^'^io 

m&mn. i\.-^mm^mn (#F?fl¥ 8-53355). x^^j^Yr^^ 

^^z.'^y (W099/24024) , b b (IPD-1151T, :k:il^p"pX||tt 

t b>fb^ IL-5 (W097/10354) . CC ^^;^7^^g^#: 3 

(CCR3) mm^ 11-147372) fj:t\ ®M&'\^^i^mm^^m^M. m:^ 

t h'flifel IgE (Am. J. Respir. Crit. Care Med., 157, 1429 

(1998)) ^S|g^$;^TV^§;0^ ^tbfef^lt^^^cei^'f b ;&-r • ^Jr^;^;^ 

afc^e). #m'l4l-^(t> gliv^ife^^rpaij'ftffl^f^^ tv^5^^^^■f-S (Int. 
Arch. Aller. Immunol., 118, 133 (1999) )„ 

:^tl'^X\ CCR4 Sr^mL.TV^5M^^(±i-e#. ^i^O, CCR4 m^Mm^M 

-cv^/^v\ Th2 i^-r h^4>'(Dm^^nU'f-^^ hm cm 

$tt•rV^6^S (Blood, 96, 685 (2000)). ^tlh CCR4 bTV^5 6 Jfil^ 
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(Human Anti Mouse Antibody : HAMA) -iDmm^fl^ ^ t:d^^hthX\.-^. HAMA 

i±U^^tif^-r^:^in,i^tR}i^^\^. W\i^m^B\^m:^Vti<0 (J. ciin. 

Oncol., 2, 881 (1984). Blood, 65, 1349 (1985). J. Natl. Cancer Inst., 
80, 932 (1988). Proc. Natl. Acad. Sci. U.S.A., 82. 1242 (1985)). ^ 
:y^^W^(Di^M>h(Dm^^^M^ (J- Nucl. Med., 26, 1011 (1985). Blood, 
65, 1349 (1985). J. Natl. Cancer Inst., 80, 937 (1988)). ^ :^1^i^(D 
mm9j3^^U^X 0 ^ tib^^hnX\^^^ (J. Immunol., 135, 1530 
(1985). Cancer Res. , 46, 6489 (1986) )o 

-efe^ (Nature, 321. 522 (1986))o ^ C» J; 5 t CDR 

j^^ni^i^ig^^S^^ftbfcr ^;aSfg^$tbTV^6 (Cancer Res. , 56. 1996. 
Immunol., 85, 668 (1995))o -T^^C^t.. ^ CDR #«^5tf*{^. t V^^^(D 

T. H^^*iE-f5) -mnmrn (ot. c^^^^^ib-ts) (H^ciH^sr. ch 



7 



wo 03/018635 



PCT/JP02/08828 



^^S-e^ (Cancer Res., 56, 1118 (1996)). ^ :^1^m^it-<sk^ ^ 

mm(^Mmmw^n^ (Immunol., 85, 668 (i995))o ccM mmmmm 

^m{p-^-^^'^^mK^\^^xu. m^(D fc mm m^mm<D}^iyi^mmsx^(D 
mm) ^^i.fcmimmmm.^mm^ iur. coc^tt^Mi-s) -^adcc 

Fab. Fab\ F(ab')2. —:^mil7li^ (^T. scFv ^^fB-TS) (Science, 
242 . 423 (1988)). 2 mmhY mmm}f (OT. Diabody ^^fBi-^) (Nature 
Biotechnol., 15, 629 (1997)). v?;^/V:7 ^ K^^'ft: V |g«>T- (OT. dsFv 
^^|Bi--5) (Molecular Iimnunol. , 32, 249 (1995)). CDR ^^tP-<:/^ K (J. 
Biol. Chem., 271. 2966 (1996)) fi:t^<D. ^d^40/h ^ VNatfr^fit ^ bT 

f^M-e^. :itbbotn:#:iifJt(*. ^^^cC^#:^^^^-J4:-<. mmmm-^(DWif^ 

KMtlX\^^^ (Cancer Res., 52, 3402 (1992) )„ 

t hj^^ol&f^(D^#:J: «9 tjti CDR ^^Itfetf^d^ j:tJ«-^(D^^8ff>t<^::^^^M 

CDC vStt^ ADCC b tlTV ^ ^ ADCC 

-^i^a^r-i^, NK m^(Di:^tl: Fc S^#:^m^ffif-^-r^^:7:.zi^ ^- 
«^- j:o•rfl:b:^^^■CV^S (J. Immunol., 138, 1992 (1987))., S^Oi^^h 
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^^mmi-i. &.~f(D (l)~(59) (3:Hi-5o 

(1) t h CC l^^^W^ 4 (CCR4) (Z)|paJiS^^:^{-#^^i-S^&U. 

(2) . t b CC ^^^4 ^^^^i^ 4 (CCR4) O^EBJ3^^^^J^^31^|#M6^(-Si:&b^ 

CCR4 mm^^ i^mmm^^^^^^ir t h m cdr w^mm^^ i-^^(Dm^M 

(3) CCR4 mmmmm vm^mm^\^^^ir±w. (d iB«feo t cdr # 

(4) ia^lJ#-^ 48 -C:^ ^ tb§ T ^ y ^ifi^c^ 1—39. 98—112, 
176—206 *5j;U? 271-284 # i ^^e> T^ceSI^^O^bMtV^^i^l-IR^^-^^feS-blB 
(D — (3) (?5V>-f:^L^^liaj^:|B%(Dt bMCDR^W^#:^fc{*^<D^#:i)fJto 

(5) ifflis^iMJ^;^^^ @H^ij#-i- 48 -e^ $ T 5: y ^iB^J<7) 2—29 # @ 

:7°-T?fcSJ:lfB (l) — (4) OV^-f 1 ^KI-tB«(^ t CDR ^ 

(6) mmm-B- 48 -e^$tL5T5: ymiH^ij(7) 13—29 

#^-r^^t°b— ■:7''-efcSJif3 (l)-(5) (DV^-ftL;?)^ 1 iB5c:|B«c<^)t hM CDR 

(7) ms^^^^Ti^. m^m-^ 48 -e^^tL^r^y^iE^ij^o 13—25 mm^ 
^^-f-^=^^°h—-^xh^±m (D— (6) (^v^Ttb>o=^ 1 mi^mm.<D\i hm. cm 

(8) COM mmmmz.wm&oicR}^.'r^±m (i)~(7) <^v^-rtby6- 1 ^ira 
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(9) CCR4 mmmm^^Mv. hmm^^^^-^y^v K-^^^^^s-t-a^y 

>Jr^-^/^t^:^2!s:J;9^3i^v^»|^*^'14^^-r-tlB (l)~(8) (Di^-^-Tfif)^ 1 

(10) mmmm'^^^^^^i^i^"^'^^^^^^^ (adco m^-v^^±m (2)~ 

(11) ADCC CCR4 ^miffliia<^^i3^^^«t^"^^ ^ 131 J: ^ ^^(^-efc^ 
JifB (10) tB^Ot biyCDRM^#:*fc(«(Dfei#:»f>T-o 

(12) CCR4 ^mm^l^*i'^i^ffl^^'t'*n:f2^'^^fe^-tt3 (1)~(11) (^^^ 
-TM^ 1 ^(-fB«fe<Z) t CDR^^irL#:*/ci{*-e(^fei:l*:if>to 

(13) CCR4^m«^5Th2^HJ3&-efe§-bia (8)~(12) (D^^-Ttl^^ 1 ^^^U 

(14) Th2 m;6sm^t-61^-r b>57-r ^^s^^MJ-rs^stt^^-r-tiB (d 

~ (13) (7^V^-f 1 :«ic1B4feC) t: CDR#*tfei:f*^fci(i-€:COirL#:ifito 

(15) ih-r il-4. IL-5. -^fct* IL-13 T*fc§±IB (14) |B«<D 
t b M CDR ^®in:#:^ <?)iTL#:W>to 

(16) t vm^ igG syf^M-f-^-tiiB (i)~(i5) (Dv^-rtL:^^ i m^mm(D\i 

(17) CCR4 },z.M-r^'^y^^—^^^^i^<^'^^ ^) w^iR^ (V mm) 
^xximm (L II) V mm(Dm^\^^Mmm(cm)^^t^. ±.m (i)~(i6) (d 

V>-f 1 3S(-ta«(^ t: CDR #^itfei#:*fc«^0$rLf*if>to 

(18) CCR4 ^/l-^f*<^mil (H 0.) "SJ^J^ (V Hi^) 
:|3 j;t5®^ (L m) V ^^(^ffi^itt^SM:^ (CDR) t \i V^^<D H il V 

j;tJ? L 11 V m(.(D-7V-J>.V — '^mm (FR) ^^tP. J::IB (1)~(17) (DV^-r 
1 3Xt-tB«cO t CDR #«Jn:#:^fctt-^'Z)irLf*if>to 

(19) CCR4 Kn-r^^y ^"^—y^^^^^^^^ ^^fs^ (v mm 

*5<ttJ«^^ (L ^) V mm(Dmmm:^mm (CDR) t H 0 V 

.tt;^ L 11 V |B:^(D:7 1/-A17 — i^^i^ (FR). fi^hXl^y^ V^W^(D H ^^SM 
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(20) ^Mtim^m-^ U 2, 3 X-m ^ tb § r ^ / ^Sa^lJ/O^ ^cC ^ ^rufM^ 

(H iS) Bl^lH^ (V m.-^) (D^W'l^l^'^'mm (CDR) l. CDR2. CDR3 ^^tP. -h 
IB (1)~(19) (75V^-rtL;i^ 1 3S}3ifB^<Dt CDR ^Itfetfzls^ fc^-^t^fei^if 

(21) ^n^';jxSH?'J#-§- 5, 6. 7 -e^^tv^r^ /^sa^'J^^fe^^cC^fetl*^^^ 

(L II) nmmm (V M^) <Z)tgMt4^^lii^ (CDR) 1. CDR2. CDR3 ^^tp. _h 
IB (l)~(20) ov^-ftt^^ 1 :«^;i|B«<Dt hM cm #;|4tn:^^fc}*^<Dfeif2^if 

(22) ^fh^tm'^m-^ 1 s 2. 3 -e^ $ n § r ^ / ^ga?ij/0> hfi:^ i^i^MB 

(H II) nT^Hit (V mm) ©teffitt^^Mi^ (CDR) 1. CDR2. CDR3. ^^XJ^^ 
tl^tim^m-^ 5. 6. 7 -e^^tbST^ 7m@B^iJ;e)^b^cCS*rLf«^ (L ID V 
mM<^^W-B.^MmM (CDR) 1. CDR2. CDR3 ^-^i?. ±.|B (1) ~ (21) OVN-f 

(23) (H m) "^mmm (v ^ii&) mmm-^ 4 -c^^nsr 

3: y ^la^lJCD 5 40 # @ Ala. 42 # g © Oly. 43 # @ O Lys. 44 # g © 
Gly. 76#@(DLys. ^XXJ^ 97 ^n(D Ala ■d>hmittl^{i^fj:< th 1<:>U±(7) 

T^ymB&T()^m.^^t^f^r5:/mnm^^tj?. Jtis (i)~(22) (Dv^-rtl>:^^ i 

(24) ^#:c9m^ (H^) ^mmm (vmm) nm^^ XTf^^n^r 

^ ymmn(D^'h. 28 #gC» Xhr *5j:t;« 97 Ala (D5 t>^i^?'.e< 1^ 

&.±<DT ^ ym^^T^^n^^t^f^T ^ ymmm^-^n. ±m (i)~(22) cqvn 

-TM^ 1 il(3:fBic(75 1 CDR m^^it~^tii~^^(^^i^Wr)fo 

(25) iri:f*:(D^^ (L ^) W^IR^ (V |B«) @a?lj#^ 8 -V^^th^T 
^ ymm^Wo-h. 2#g<^Ile, 3#g(DVal. 50#@Gln. *3j;tJ«88#@ 

(D vai ^^b^f^n^ii'"''^ < ^ % 1 o^Jkdt 5: y mas^asei^^tbfdT ^ y M 
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mm^^t^. -hiB (i)~(24) (oi^^irM^ 1 m\^wM(Dii vm cm ^mm^-^ 

(26) m^<Dmm (h m) ^mmm (v mm) t^. mym-^ 4 -c^^mt 

^ J ^ga^lJcT) 5 -fe, 40 # @ O Ala, 42 # @ Gly. 43 # @ Lys. 44 # g <D 
Gly. 76#@(Z)Lys. *3 j;t;^ 97 # g Ala. b-O^t-^ft^COM (L ^) V 

iB^ij#-^ 8 -c^ $ r s: y mia^'J^^ 5 -fe.. 2 # @ o iie. 3 # @ vai. 

50 Gin. *5J:tJ« 88 Val ;?)^ pDMJ*;ix?>^^ce < 1 Oi^A.hcDT 5 

ymas^Miii'^T^ y^ax^^em^tbfcT^ yM^iJ^-^t^^ -tt2 (i)~ 

(23) *5J:D« (25) C>V^Ttt^^ 1 ^SicifB^cDl; CDR ^^^^^fc«-?r(D^ 

(27) ^^(Onm. (H^) W^fH^ (VIB:^) iB^lJ#-^ 38 tf^^tb^T 

^ / mSa^lj(Z? 5 -b. 28 # g CD Thr *3 J;t/ 97 # g Ala. bU^l-fetf*:^^^^ 

(L m V ia^ij## 8 -c^^fx.^ r^y mia^'J® 5 2 # @ iie. 3 

#@<DVal. 50#@(DGln. ^3 j:tJ« 88 SB Val ^^biSf^tb^ii'^^ce < ^ ^> 1 O 
IB (1)~(22). (24) id^X^ (25) (DV^-rtl.^^ 1 lIi3ltB«(Dt CDR ^Wfei: 

(28) ^i^(Dm.m (H m) w^M:^ (V mm) mm^-^ 4. 9. 10. n. 

38. 39. 40 *5j;t>*41 /O^P^Sf^tbSr ^ ymSa^lJ^^tf. ±IB (1)~(22) :}3J: 
D« (25) (DV^i"tt^^ 1 :St-tBft(^ t CDR ^^Ht^f^^^fcf^-^O^TLf^ifJto 

(29) (L ^) n^mm (V li*^) ia^iJ#-^ 8. 12. 13 *5J: 

14 7:)^hmi-iti^r ^ /mmm^^t^±m (i)~(24) (28) (Dv^-rn 

(30) tn:{*(Z)m^ (H m.) nmmm (v ^:^) la^ij*-^ 4. 9. 10. n. 
38. 39. Ao^^ijAii!)>hmitth^T^ymnm. fj:hm^mi^(Dmm urn) 

Ymm:^^. iaM#-§-8. 12. 13*3j;T^14;&^fe5gfm^T5:ymia^iJS:^tP-hfB 
(1) ~ (22) (D\^^M^ 1 3StJ:|B*fe<D t CDR ^;|tfeT:{*:*fc}i^O^#:»fito 
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(31) mi^(Dmm (H^) ^^mm Ofmm) m^m^ 9 -^tm lo -v^^ 
^ ym%m^^t^±^ (i)~(22) (D\^^-rM^ 1 ^ji^naife^Dt vm cm ^ 

(32) ^Wm)i^K Fab. Fab\ F(ab')2> 1 *0*n:f* (scFv). 2 if^'ft^nj^ 
(V mm) m)i (Oiabody). K^^-ft: V MJ^ifJt (dsFv) 

(i)~(3i) cov^-m*^i^i-f3«<^fci#^iTjto 

(33) m^^m^ KM8759 (FERM BP-8129) KM8760 (FERM BP-8130) 

(34) _bfB (1)~(33) (DVN-r^>?)> 1 m^mm(D\^ hm CDR ^min:#:^fci}* 

(35) KM8759 (FERM BP-8129) '^fc\t. KM8760 (FERM BP- 
8130) -t?fo5±|B (34) |Bm(7)fl^®^m*5|co 

(36) JnlB (34) (35) |B«fe<Z)?l^«^m**^i$i&^-i:t« mm^^ 

\z.jzm (i)~(33) (Dv^-TM^ 1 m\^tm<^^ cm »*n:^^fcf*^(7)tn: 

(37) _hfS (1)~(33) (Z)V^-rtt^^ 1 3S(z:|B«$:}T.fct CDR ^1t*rL#:* 

(38) _h|B (1)~(33) (7)V^-rtt;6=» 1 m\^WM(DT:: bM CDR 

^(Din,w^m)i^=^— K-r^ DNAo 

(39) _h|S (38) IS^ODNA^-^^i-^mm^t-^^^-o 

(40) JilE (39) |a«om^X.-<^i5'-^#^Wl-^AUT#6)tb§ff^« 
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(41) ±.15 (i)~(37) (Dv^-rtbjo^ 1 cm ^mm^^^'cf 

(42) ±12 (1)~(33) *3j:tJ^ (37) (D^^-fM^ 1 3j^^lB«(Dt hM CDR ^ 

-ra CCR4 m^^B(Diimm. 

(43) CCR4M^^m;i5^*f^:^^2^l^'l4^m-efeS±|B (42) IB^O'i^^mo 

(44) ■:)S;0Sjk^^=@-efc6±|B (43) |B«<Df&i^mo 

(45) skmrn^b-^ik-m-^fcnv i^-^mxh^jim m mm(Dmmmo 

(47) ±|B (1)~(33) ^XXy^ (37) <Z)V^-ftb:^- 1 IIi^|B«feOt CDR # 

-r^ CCR4 M5*^m(^#if^o 

(48) CCR4MiS^S;aS«*f'(*2^^tt^*'^'fc^-tlB (47) |B«(^^irmo 

(49) ^JS^Sjf[L^^^)£-i?fo6±|B (48) |B^O#if^o 

(50) jfiLlt«}JiSejk5lra^fc}*y ^'^^■trfeSilB (48) fB^c^^iff^o 

(51) '|tft^5lii®tMS> MW^n^S. T h t°-'l4^Jt^ 
Tl/7l-^-tt*5^^f'{*^*&^"C'fc§±IB (48) ia«<Z)#8lfmo 

(52) ±|B (1)~(37) (D^^-TM^ 1 ^l-IB^(^t CDR #«^#:*5J:U? 

(54) ±1B (1)~(37) (DV^-ftL;?l=» 1 ^l-lB<fe<^t CDR #«irL^*5 J: 

•^(D^#:ifJtd-bM}^tL6ij^^cC< t h 1 m^^^m^j^t \^x^mir^ Th2 ifr^i 



14 



wo 03/018635 



PCT/JP02/08828 



(55) Th2 ^m&^mmm^K 'iitt^^iimttB^Ss mw^^m-. t v 

(56) _hflB (1)~(33) *3J:t>* (37) (D\^-ffy^tt> 1 3X{-|B^(Dt h§U CDR ^ 

(57) ±|B (1)~(33) *Dj;Ij? (37) (DV^-ftL^^ 1 ilizifBicCOt CDR # 

(58) ±|B (1)~(33) *5j;l>* (37) (0\^-Tf\^t^ 1 ^fclBitt^t CDR ^ 

(59) _h|a (1)~(33) *5j;t>* (37) (0\-^'fM^ 1 ^SfcfB^cDt CDR ^ 

*^0J(e:*5}tSCCR4MSm^bTf*. 3*83mtt^a?feif^'^^-r5„ 

Th2 i^^Stti^^^a^ LTf*. Th2 «^^/^^i-:5^^^m 

CCR4 t f§y CDR ^fitfelf* (fel CCR4CDR 
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^fc, ::^^m<D^m^. t h CCR4 (^^J3^i^lR:^^^:#MWi-SJ^; CCR4 m 

Sa^ljO 1—39. 98—112. 176-206 ^fcU 271-284 « S ^^iflB:^. J; t9 

U < a@B^lJ#^ 48 $ r 5: 7 mia^'JcO 2-29 # g (@a^J#-^ 36) . $ b 

t::^? ^ b < «ia^il## 48 i^^^tbSTs: ymia^'Jt^ 12—29 #@ (iB^iJ#-^ 
37). b < f«a»^ 48 \z.^i^ti^r^/mMm<D 12-25 

t CDR ^rn^rn-i. t bi^;^^(7)Ill#l(^^#:<^ VH *5 J:!)? VL (7) CDR (DT ^ 

^^mco}:: hm cm ^minii^i^. ccm h&.^(DWim(D 

^i^(D m^^UYL(D CDR (DT 5 ymmM^^McD t VH *5 J;!)? VL (D 

FR};i^ttufcvffi^^=x-Ki-2. cDNA^rS^U bfei:^(D CH *3 <fa« H ^ c 

mm (J^T> CL :Sr=t- Ki-§ DNA ^^-f- 6 Uj^HM^m-^iJ^^ 

-(zi-^n-etLtfAbTt: Vm CDR ^ffi^#:^m-<^^^^«^b^ fti^^'^ 

t hfei#:<Z) VH *3 J;TJ5 VL <D ¥R (DT ^ y mM^^\^M^:^W: t LTtt. t 

Protein Data Bank }£(Dv'—i^^—:^\Z.^m^thX\--^ t hfeif^tscD VH :^^XJ^ 
VL (D FR (DT 3; y Mia^U. ^fcf^ t: hfei#:(D VH *5 J: t>* VL PR (D#i^:7^^V^— 
T'cD^MT ^ / ^SBM (Sequences of Proteins of Immunological Interest, 
US Dept. Health and Human Services, 1991) fS: ^-^^hlf htl^o 
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7^mm(Dmi^<D cH ^u-c{*^ t h^i^y i&^T. hig tmmir 

^»hf^^m^m(DCBRU CDR2. CDR3 *5a;-C5//^fc(*^tl^tbiH^lJ#^ 5. 6. 

7 x^^^ti^r ^ ymmw^^^^^ vl (d cdru cdr2. cdrs ^^£?t bM cdr 

^#:(^ VH i)K ia?iJ## 4 -e^^tb^T^ /mia^IJC^^-^. 40 #@cO Ala. 
42#@COGly. 43#B(^)Lys. 44#S<DGly. 76#@(DLys. *Dj;tJ«97#g 

mi^<D VH ;e>5. @a^lJ#-^ 38 -T?^ ^ T ^ y mnm(D 5 ^ . 28 # @ Ihr *5 

5 / mmn ^^tp h M CDR #^t^#:. 
^w-(D VL ia^ij#-§- 8 -v^^^n^r ^ ymnm(D ^ ib. 2 ne. 3 

#@(Z)Val. 50#g(DGln. *5 j;tJ5 88 # g CO Val /0^6>®(m^^>^=e < ^ t:) 1 ^ 

^w<D VH @a^ij#-^ 4 x^^fi^r ^ /mnm<D 5 40 #e Aia. 

42#@(^Gly. 43#@c7)Lys, 44#i<^Gly. 76#g<^Lys, :}oj:-0«97#@ 
(Z3Ala. fce&>Wcl^#:(D VL 8 -C^^tl^T ^ 7 mBH^'J^^ 5 2 

#g(DIle. 3#@(^Val, 50#@<Z)Gln. *D<fctJ« 88 # @ (D Val 
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mi^o VH @a^ij#-^ 38 $ tt6 T ^ y mnm(D p -fe. 28 « @ ihr *3 

97 #@ O Ala, hXf{^^Pf(D VL SB^'J*^ 8 X-^^tl^T ^ /Mm 
n(D0'h, 2#@(DIle. 3#@(DVal. 50 # @ Gin. *d j;t>^ 88 # g O Val 

^#:iff >t ^> (^*sia (-^-^ $ S o 

Ai^:n^i/^-, ^ypi^v-^, //Va^->':/, l^. //W^y V, 

2-T5: yrv^fc'^^. 2-r s: y^^^^y 
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F^:-fey:/, /j^^-fey^^ 

^^e^©feT:#:if>i-^ LTf*. Fab, Fab\ F(ab')2, scFv, Diabody, dsFv, 

CDR -^-^t^^-^r^ Yf^}^iP^^\-fhfh^o 

Fab IgG ^^lfiW53^fi?^*^-^/^-r >'-T?Mb-C#&tT.-5»fJt(D 5 -fe (H II 

^J:^jv-y.( (s-s ^'^) -ei^-^byt^^*^ 5 iscom^^^^'^^^-r 

Fab ft. :2^^0J(7) CCR4 t CDR ^W^f*^ 

^i±-. Fab ^Miit-rs^i^Ji^Tr^-S. 

F(ab')2{±, IgG ^m&M^mmm^'^^^>x-mm\^xn^n^m)f(Do-^ 
(H 234 mB(DT ^ /mmmx^m^ti^) . Fab t s-s i^-a- 

:^mm(D F(ab' )2 fi, :^mm(D ccm 1 CDR ^ttiii^: 

^SeKi>«?^^-<7'iy>'T'^abT#5r ^;6S-T?#<5o ^fcf^. TIB CO Fab' 



Fab' JnfE F(ab' )2 t ^^^^^(D S-S z^-^^^if b^c^^*|t) 5 :;5-(^^ 
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:^mm(D Fah'n. *^BjcD CCR4 i^i^mm^iRmir ^ F(ab')2 ^mjcmi^f- 
w h-/V'^abT#§r.^;as-T?#^„ -^fcn, CCR4 ^iz.s^mm^KJt^'T^ 
t cDR mumt(D Fab' ^=1— K-f-§ DNA ^m^^'^^m^m.-^i^ ^—h^v^ 

scFv {i, 1 VH 1 VL ^ ^ 12 ^&)^±(DTM^ts:^y'^ Ky 

(P) ^fflV^Ta^bfc. VH-P-VL ;^CV^b{i VL-P-VH y KT\ 

7^^0J(7) scFv :*:^PJ(D CCR4 l^Wmm^Rj^^-r t CDR #fit^#:c55 
VH *3 j;-a? VL K-rS cDNA ^^#b, scFv Kf^ DNA ^«^b. 

Diabody it. ^mW^m'M^(Dm C^fcitMts:^ scFv 2 *#:^?l^^bfc^ 

:^mm(D Diabody tt, CCR4 l^Wm^^Rft^-i- ^ 2 fficT:) Diabody it. 

:^mm(D CCR4 t hM cdr mmijii^<D w^^xiyl ^=1— 

cDNA ^m#b. 3^10mm(D:^V^^^VV:^:fy—^^-f-^ scFv ^3 
— DNA Sr«^b. ^DNA i?'— fcS Vn(«;^^4^^ 

§r ^{CJ; (9 Diabody ^^Ji^-|±-, Mat-fS ^ ^ ;OS-t?i: 

dsFv f*, VH *5j:t)« VL 4'<^^tL^tb 1 r ^ ym^ss^^^^^T^-r ^asfcgm 

bfc/Ky-^rT-^K^^^^^T^-r vaS^cD S-S ^^^i0^bT;lt^$iirfc^(D:Sr 
m (Protein Engineering, 7, 697 (1994)) \Z.^^X. ^W-(D^^mik'^U\^ 
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:^mm(D dsFv :^mm<D ccr4 t cdr i^m7i^(D 

VH *3j:tJ« VL cDNA dsFv Ki"^ DNA ^^HU. 

CDR ^-^t?-<7°9^ K{±. VH ^fcf* VL <D CDR Oii>J^cC< i: t> 1 M*^J^±^-^/u 
CDR ^^t^^^^Y\-i. :^mn(D CCR4 (J:#^e^l3:Ki^?-r § t bi^ 

CDR m^ijiW-<D VH *3j;t)? VL CD CDR ^=1— K-r^ cDNA ^ cDNA ^® 

tt^-^^^^a CDR ^^tf^T'^^ Kf*^ Fmoc 

v':^/i-:!j^'^7Vfe). tBoc {t-y^'f-;v:^^zy'^ ;v:t^:^;vm fi^^<Dih^^m^ 

(^) aA*tl (1994)) }3:J;!9^'^$-1i:a;i^{c:j;i9Mati-Si^;aST'^So 
^fdfi. CCR4 {c#m6^}c:SJ^?i-5^#:*fc(i^#:if>ft^3w- Ki- 

5 DNA l^-a-^^fdV^ae^^^i— DNA ^iSj^$ii:T^5a-<^ {31 
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(1996)). ^fcJ^^^^ Kt^=i-^y^>'> :/^K^)/>'^ceif<^;^ 

j^c^t ><^^5^ 5 v^J^^^JrCa^^ifSS'J (3^^3m^^n5^as£^^fe^ |SMai»^#ii 
(1982)) ^^t^^^^ifhti^o m^i-i. y-r-c ^yi^ t^i^^^^^^^:^^ 
ti^xi^. ^vv^— /i^T/v^i: v:^^\^x^^y'^-(^y>'t^i^(DT5,y£m 

x.«\ t b^^'^-n^^^' 2 (j^T. hiL-2 tmm-r^). ^ hmMLm-^i^r^ 

(^T. hGM-CSF tmmir^). t b-^i^n-^T— 
ran^w-^IJ^g^ (j^T> hM-CSF t^ta-r§)^ t h-O"^-^^^^ 12 (J^ 

T> hiL-12 tmm-r^) #>e»sfc{-f btt^o ^fc. ^j^^^it^i^w-rsf-i??. 

(Dm^m^^^^xit. mti^fMm^m}i^=^-y'ir^ cdna jcissk^^- 

K-r^ cDNA SraS^^-li:^ ife-a-Jitf^^^^-- Ki"^ DNA ^ DNA ^WM 
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j^T{ci> :^^m(D CCR4 {c:#M6^t-K^s-r§ t hm CDR ^m^i^^^xj^^f^ 
(1) \i h^mi^mm.m^t!^^-(Dmm 

t b'fbfei:#:|§m>^^^^-^«. t h^^(D CH *3j;l/ CL ^=1— DNA 

t btrLf*(^ C M^f^li^tf^ t; hin.i^(D CH *5 J:tJ« CL "^fc^ ^ t ja^tr^, f^ijx. 
f*. t: h^i^(Dyl '^y'^v^cD CH :j3j:-0?K^ ^;^(^ CL f^}£:d^M^hti^o t 
hfeift^i^ CH joJ;t/CL § DNA ^ UTf^:i^=^y h ^-^i^fe^cC 

6^fe#:DNA ^ffiV>;5r ^fc, cDNA ^ffiV^^S ^ ^ t>-e# So WJi^^fB 

pAGElO? (Cytotechnol. , 3, 133 (1990) )^ pAGElOS (J. Biochem. , 101» 1307 
(1987)), PHSG274 (Gene, 27, 223 (1984)), pKCR (Proc. Natl. Acad. Sci. 
U.S.A., 78, 1527 (1981)). pSGipd2-4 (Cytotechnol., 4, 173 (1990)), 
pSElUKlSedl-3 (Cytotechnol., 13, 79 (1993)) t^-^^h^f htl^o Wi^M^^ 
^^^^^v5r^^•l^V^S:7'^^— iS? — ^ Urfi, SV40 (D^SI^ 
n^— (J. Biochem., 101, 1307 (1987), ^^7;?^ SiL^lgl^-l'/^ 

^(D LTR (Biochem. Biophys. Res. Commun. , 149, 960 (1987)), :fe;g^"n>^ 
y ^^HilcD-l/n^— (Cell, 41. 479 (1985)) t^^y^:^'^— (Cell, 33. 
717 (1983)) J^e^/SSfcJf ^tbSo 
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^UV^ (J. Immunol. Methods. 167, 271 (1994))o ^ l^y" J^m(D\l hit^i^ 

PKANTEX93 (W097/10354) . pEE18 (Hybridoma, 17, 

559 (1998)) /^^;e)Sfcif fe;ix5o 

(2) t b M CDR M^rCf* (D V ffiJ^ ^ n — Ki" S cDNA cOl»^ 

t CDR ^m.^W-(D VH *3j;-a« VL K-TS cDNA (i. i^^T^^^i- 

CDR (DT ^ /mnm^^m-t^ t hfei:#:<^ vh *5 j;t>* vl fr or ^ /^sa^j^ 

t: VH *5 j;tJ« VL FR (DT 5. / mM^^l t ^ h^f* 

Protein Data Bank fj: HcDy'-^^-^^i^^m^flX^^^^ b^^O VH *5 iU^^ 
VL (Z) FR or 5 y mifl^iJs ^ V^i^(D VH :io J;D« VL O FR 

ar 5; / ^iB^lJ (Sequences of Proteins of Inununological Interest, US 
Dept. Health and Human Services, 1991) f£ Hi,^^\f htl^tK ^thhO^ 
-^.^^ bM CDR #«fe^:#:^^tM-r^^^i^>^-{*^ Sfi^Ot 

bj^^oihJt^(D^7L#:o VH :j3j:rj« VL o FR or 5 7mia^'J^■^^^^i^^tiSv^^ 
IUtt (ii'-^=e< .^^60%iJAJ:i) ^^i-5r^ym@B^'J^5StXi-5^^;^5a^Lv\ 

^131, jgtRUfdfc htfiW-(D VH *5j:t>^ VL O FR or 5; 7 mSB^'Ji- @ b 
J^i?VOlhf^O^#:0 VH 43 j;TJ? VL O CDR or 5; 7 ^SE^J^^^b. t bi^ CDR 

VH *3 VL or ^/mmm^^^-t^o ^fYvt^r ^ ymmm^ 
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tn;#:(7)at'fS^«^*i:SBE^IJl^^ =1 K ^^t^ftffi^^ (Sequences of 

Proteins of Immunological Interest, US Dept. Health and Human Services, 

1991) ^g6^c7)t ^J^A^^(Dt^Ji|^(D^i^^<7):^sga^IJ^%itbT^i■*Ba^'J^-^^u^ 
ti-r^c asn-ufcii:SBB^yi-s<3#, 100—200 :sstfj#c)«^5^)^?3^<^s^*<^ 

-^^DNA^^fifeU. ^tbb^fflv>T PCR?fe>lfff5o PGR -troRj^;;^ 

^*3j:t;^'^j5fepItg^=eDNA(D:ft$d>b. VH. VL ^ 4 b < 6 ^mi^f^-a^^ 

DNA ^mm-^^ ^ t mi-^ bv^o -^fcs mi^\^iiLm-r^^f^ dna 5' ^m^m 

mmm^ pBluescrlpt II SK(-) (Stratagene ^±m) If (D^Z^ =7 ^ ^ 

-(rii^a— ^v^^b. m.mum^^'^i^. BffMtot vm cdr vh *5 

(3) t b M CDR ^mm^<D V iR^cDT 5: J mia^J<^^^ 

t b§U CDR ^mmm-i. @ W(D t biiJl^cOtl]«^cDi5i:f*<D VH *3 j:tJ« VL (D CDR 
VH ^XXJ^ VL (D FR tC^^Ufcfcit-e}:^. -^OirLJ^I^-^^Stt 

(BIO/TECHNOLOGY, 9, 266 (1991)) o ^(^MH^bTf^^ TCOt hi^i^^Otfjiil 

(DjrCft:© VH joJ;!)^ VL -^ii. CDR (Z)^/^ ^"f > FR (DV^ < o;?)>(DT ^ 7 ^aK^a^ 

CDR (D^^131#V b mi^(D VE^XXJ^YL<D FR O^Jfe § T 5 / m^^^ t m 

m^i^xi^. t hm^(D VH ^xxi VL o FR 5 7 mia^ij(^4'-e. m.m^m 
t (D^^KM-^ UT V > e r 5 y mas^ cdr <dt ^ / immm t m^j^m vti'o. 
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(BIO/TECHNOLOGY, 9, 266 (199l))o t hM CDR ^^^t^^*:(D'^^i^}c:*5V^-C{*. 

7!}K MhM^^^M.^'^'O . ^(Dfci^K X m'^^nM^ (J. Mol. Biol., m, 
535 (1977)) feSV^{:±=i:xt:°^ — iJ'— ^T^^y (Protein Engineering, 7, 

1501 (1994)) fj: t^Kx^^iif(D±iifm^(Dmm^^-c^Mmmt>nx\^^o 
:z.tLhm^(D±iifm^(7)mm'i. t hm cm ^m.w^^(Di'm\^s^<<^'^^^'s:^ 
n^i^tihi^xm-f)^. ^(D-^. hh^^m.m^^Mm'^m^^^ hm cm 

t hJfL#:C) VH *3 J:t;« VL (D FR (DT 5 / ^a^(^BiC^{*> B^^ffi-^^ DNA ^ 

fflV^r PGR m^n^^tKX^. m^X^^o PGR m(^i#lllra#/^-ov^-c;*:^i 

(4) t CDR mm^w-mms-^^ ^--(omm 
if.-^i(D (1) \z.^m.<D^Yim.w-mm.m^^^-(o\iYiKW^(DaA^^x^cL 

^-f-:^ DNA (DJi?5fglc:. 1 (2) *5J:tJ? (3) T'«l|b/cit GDR 
VH ^XXJ^ VL K-rS cDNA n-^^-^^b. t CDR ^ 

— ^«^i"S-^^^"^^^^o 1 (2) 

(3) -et CDR m^^W(D VH *5 j;t/ VL ^^H-fS^f-^V^^S'^^ DNA (D 5 

nm^itM-r^^m dna <7) 5' ^m^^^-^^ummmco^mum^mx't^ 

Z.tX. 1 <^ (1) (-IB«(^t b^b^f^^mffl-<^^-<^t bfei^cD GH ^ 

j;t;? GL ^=1— K-f-^ DNA (DSMK^f^^h'ii^'^^f^'i^Xm'^'t^m^^'^—- 
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(5) t bMCDR^W^ft^CO—iiitt^li. 

m^. 1 (4) \^mM<D\i bM CDR ^mjiW-^'^-^^ "^—-^ -h^^^u^ 

::^:05-e^^o ^m-<^^-^^A1-6telBJ3a^ bXf*. t CDR W^mU 

^(Dm^^o:>M-^^^^^ COS-7 ^J3S (ATCC CRL1651) i)^ — m^m\^h^^ 
(Methods in Nucleic Acids Res., CRC press, 283 (1991)) o COS-7 Um-^CO 
^^^^ ■^ — (DMX^t UTf^s DEAE-t"^^:^ hy^-Vfe (Methods in Nucleic 
Acids Res., CRC press. 283 (1991)). U7K:7^^v-3Vfe (Proc. Natl. 
Acad. Sci. U.S.A., 84. 7413 (1987)) if ;5Sfe(f 

M^-a-^S'lifi^^rfeiSinifr^ (ELISA ; Antibodies: A Laboratory Manual. 
Cold Spring Harbor Laboratory. Chapter 14 (1988) . Monoclonal 
Antibodies: Principles and Practice, Academic Press Limited (1996)) Jfe 

(6) t b§aCDR#^*n:#:(D^^^m 
ifX^ 1 (D (4) (ZllB^Ofc Vm. CDR #tt*n:#:^m-<i5'^-*3S^^^^^^fflfl^ 

(Cytotechnology, 3,133 (1990)) Wfctf b:^^§o 

t bgy CDR ^ttin:#:^m-<^^-^^A-f-S^t^»^; b-Cf*. t hSU CDR 

5i^:aS-e#5o -^il;!}*. ^l^^y?. SP2/0-Agl4 mm (ATCC CRL1581). -^'^7;^ 
P3X63-Ag8. 653 (ATCC CRL1580). K o ^^MTn^^at^^ (dhfr) 
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jJ^SLfc CHO (Proc. Natl. Acad. Sci. U.S.A., 77. 4216 (1980)), 9 

y h YB2/3HL. P2. Gil. 16Ag. 20 (YB2/0 ; ATCC CRL1662) f£i£^^hifh 

G418 sulfate (G418 ; SIGMA |±M) ^j: t^(DmM^^t^Wim^m^mmm^-^^^ 
mir^^tKXV)mUX^%?) (J. Immunol. Methods, 167, 271 (1994) )o Kj 

mmm^mmmmtvxi-i. rpmii64o i^ita (07X«^%i:3K)x git (n:^ 

MM^±M) . EX-CELL302 mM (JRH |±M) , IMDM (GIBCO BRL ^±m) . 

Hybridoma-SFM (GIBCO BRL 1±^) , ^tm^thhi^miiZ.mt}^Skm (FBS) 

Tt CDR - ^ ^ (J. Immunol. 

Methods, 167, 271 (1994) )o 

t hm CDR ^«Kf*:«. mW^^^(Dm^±^m ^ "9 37°i:i7"-r a :;i7 9^^ffl 
\^X^M^^ ^ t^A^X"^ ^ (Antibodies: A Laboratory Manual, Cold Spring 
Harbor Laboratory, Chapter 8 (1988) , Monoclonal Antibodies: Principles 
and Practice, Academic Press Limited (1996) )o 't.fc^ ^(D^KM^^^ MB 

-^V V )VT X (SDS-PAGE ; Nature, 227, 680 

(1970)) ^'^=^'::=^^^^'fx:iyj- (Antibodies: A Laboratory Manual, 
Cold Spring Harbor Laboratory, Chapter 12 (1988) , Monoclonal 
Antibodies: Principles and Practice, Academic Press Limited (1996)) fS: 
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2. tfcw^m)i(Di^m 

. i^mir^^t-A^-r:^:^. ifii$im}i t i.xn. Fab, 
F(ab')2, Fab\ scFv, Diabody, dsFv, CDR ^^t^^^"^ }£-^^mf htl^. 

(1) FabOf^^ 

Fab igG ^m&M^Mmm^-<y-<^ ^^-e^s-rs :itK^^. i^m^-^ ^ 

IgG-^-if^^y^X-htii-^. A:fy9J^i^m-t^tX\ IgG ^^^^Fc iff 

Jit^mV. J^— Jfc Fab ^ b-CmilX-f-S ^ § (Monoclonal 

Antibodies: Principles and Practice, third edition (1995))o y'^T^ 
A |^'^tt^^^fc/^V^ IgG •^y'i:^9:^(Dm^(D^'^ns ^ :tly^^^ u-^ h 
:7^— i^J;t9^ Fab ttffi;:^?^^-^^^ ^ (cUfiJilxi-^ - -5 

(Monoclonal Antibodies: Principles and Practice, third edition (1995) )c, 

^fc. Fabf*. ±mm^my^xmm'^i:^m^'ipm-r^^thx%^. 

1 <^ (2) $oXXJ^ (3) ra*fec7)^f2|s:<D V|H:®^=i— Ki-^ DNA Fab ^ 

mm^^ ^ — i^^ Fab — Sr{^^-f--5;!:^^5-e^;5„ 

Fab ^m^-^iJ^iJ^ — bT«, Fab DNA Sr|i.^3A^|^m-C# ^ ^3 C^-efett 

f^V^:^>;^^S^>(D^>^V^Sr ^;a5-e#So M;tf*, pIT106 (Science, 240, 1041 

(1988)) f^}f-^^^ifhti^o Fab mm.^^ ^—^mm^£±mmKmAL-^ mx 

#:fcsv^«-<y Fab ^±i^Wm^'it^^t^^x^^. MAm^h 

ilS'S&W-effiv^btbSy :7;*— yv-rV^^^^&}-J;«9, ISI^OfeS Fab t 

tt^^^ofc Fab /5S|lttii-S, y /^7^V>'^^;^g,;5V^m«_t:?t:^^fe^i. 
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% ;5 (Antibody Engineering, A Practical Guide, W. H. Freeman and 
Company (1992) )o 

(2) F(ah'),(Di^m 

F(ab')2(*. igG ^m^^^mmm^-y^^'^-vrnm-r^^LtizL^y)^ i^fm-r^ 
^t^^-c^^o ^^i^>(Dmmm'i. Fab tmm<DmMmffi^^v . j^— 

F(ab')2 t VX^ii^ir^ :i til^'V^ (Monoclonal Antibodies: Principles 
and Practice, third edition. Academic Press (1995) )o ^ ^ 2 (D 

(3) }z:|B^<Z) Fab' ^ o-PDU^\f:^-^ ^4 ^ K-^^i^-^-^cD j; 5 ^j^^ ^ Kt? 

^^=^^'T7Vl^^^^'^')SW^. DTNB -e^aU. S-S 'i^'k^^^^^ 
J: o -C ^> f^^i" 6 i "C 6 (Antibody Engineering, A Practical 
Approach, IRL PRESS (1996) )o 

(3) Fab*(Z)f^M 

Fab'f*. ^mm-^m^^-x^AB.'i'-u^m^^m-t^^hii^x^^. m7L\i^ 

TRICD (2) *3j;T;« (3) J^tB«feO^#:(D V^J^^^t— K-r 5 DNA Fab' 
^^i^ iJr-};!^ a— ^^-i^^U, Fab'^m-<^^ — ^^^"^^^^o 
Fab'^mffi^iJ'^^^; l-"Cf*^ Fab'fflO DNA ^^m^g^^^^-^?^ § ^5<D-t?fctL 
(^V^/0^J'ce6%(7)^ffiV^§r. ^;e)5-e#6o '^!^:^^^^ pAK19 (Blo/Technology, 10, 
163 (1992)) fiiEt)^-h\~fh\\.'^. Fab'^5|.^^^"^3S^7^e^li0(C^Ab. 
$d-A#:fcSV^{i-<y :/9X-^Ji}c: Fab' ^:^s^^^So i^Af* 

Fab' t;ds-e^. ^fc. :/^X-^ji}e:^Ji$-ii::^c#'a'«s y ^^^- 
#?^>?)=»b{*> :/cI7^-r^G;^77A#^ISv^6r.^^clJ;l9, Fab' ^*t^i- 
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^ :l t'A^'C'^ ^ (Antibody Engineering, A Practical Approach, IRL PRESS 
(1996) )o 

(4) scFv<Di^m 

#!)x.(*. (2) *3j;-a« (3) ic|B*4<D^#:<D VH *Dj;tJ«VL Sr=i — 

— K-r^ DNA ^^UTiS^b. scFv DNA ^i^fM^^o f^Mbfc 
DNA ^ scFv — scFv ^M.-^^ ^ — ^Y^Wrt^ 

^tt^-^^^o scFv ism>ffi^iJ^^^^ bTf*. scFv DNA ^la^j^^^^m-^ 

%S^>(Z)-efe;^^f^v^;^)=»5^e5^>(D^>^v^;5i^^s•^#6o Mx.(i^ PCANTAB5E 
(Pharmacia ttM) , Phfa (Hum. Antibody Hybridoma, 5, 48 (1994)) f£}£i)^% 

Mo$^A^^fe'5V^f*-<y >^^X-^Ji{3: scFv «r^tj?fe^^$i±-6 ^ t t^X^ 5o 
feS scFv ^fc. :7^^X-^S}c^fi.^-ii:fc#'^}±. y 

— f^ scFv ^lt^i-'5 r ^ S (Antibody Engineering, A Practical 
Approach, IRL PRESS (1996) )o 

(5) Biahodj (Di^M 

Diabody _bfBO scFv ^ffU't^^'D^ V K y — ^ 3~10 

n&K-t^ ^tx\ i^m-r^ ^ t t^x^ §o 1 nmcomi^(D vh *3 j;t>' vl 
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V^fc^-^i-fi^ 2 ffiO Diabody 2 #iS<^^f*<^ VH VL ^fflV^fc^-^ 

fi. 2 Diabody ^f^^-T^ ^1 ^ ^^^"^^^ 5 (FEES Letters, 453, 

164 (1999) ^ Int. J. Cancer, 77, 763 (1998)). 

(6) dsFvOf^M 

1 (D (2) *3j:l^ (3) l^mm(Dm^<D VH *3j;t^VL ^^i-Ki-a DNA O^l^^cC 

^fprn-f-^o f^^Ufc^ DNA ^ dsFv mm^^^^ — ^^^ u—=^^^^^\.^ VH *5 
J;t)« VL (D^m^iJ^^ — ^f^^i~^-^^^"^'^^° dsFv — ^ bT 

dsFvffl(Z)DNA ^m^^^mm^x-^ ^■h(Dx--hthi-f\^^-^^^^^h<D-hm\^^^^ 

t^^X^^o pULI9 (Protein Engineering, 7, 697 (1994)) /^^ ^'^^^ 

fclf b^5o VH *5J:t/ VL (D^m-^^i^— ^ii^^-e^aa^i-^^-^^ MAf^fe 
:5v^{*-^y VH *3j:t^ VL ^^m.W^^-^^^t'^^x^^o i^Ai^ 

fesv^«-<y :7°9X-x'jid^b VH *3j:tJ« VL m'a'b> M^®6«-efflv^b 

y v^^icij: dsFv y 

$ bl-5ltMi"§- ^5^^"^^^^ (Protein Engineering, 7, 697 (1994))o 

(7) CDR ^^tf-<:7°^ K(^{« 

CDR tr-^tf^^^ K^*^ Fmoc ifefe5V^^i tBoc m^<D^h^^^m^^^Xi^ 
m-r^::.t7l)^X%^o CDR :Sr^t?-<^^K^3-K-t-S DNA ^^^^U 

{tsbfc DNA ^mmfmmm^^ ^--^^^^^^ cdr 

^t^^X^^o PLEX (Invitrogen ^±M) ^ pAX4a+ (Invitrogen ^±M) 
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^ 4 i:X^^/l-mmm\^ 2: ^ . mm-t^ ^ t-d^-C^ (protein 

Engineering, 7, 697 (1994) )o 

(1) ^jCJKi-^f-r^^^ttt^M 

:$:^0J(7)i»if*(^i5iM^(7)J^^t4}*^;)$#**iif*i^ (ELISA fe) . ^^^^1^* 
(Cancer Immunol. Immunother. , 36, 373 (1993)), BIAcore™ ^^ffi V>^c*® 

^^(D^m^li:^^ t^^M bfcfei^ y i/n y ^tit^z^fe 6 v^^:i*g^ifK■ 
<D CCR4 '^^m^^m&'t^ ^t-A^-^^^^o 

(2) CCR4|Sm«i->?f-r^KJ^?'l4 

S CCR4 ^g^)^j;<^tt5-r^;^^fe^^v^6^^^s^^^bv^ :iamt\^Xlt.. m 
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^^^nz/viy^^t^^^^^-f^o ^j^^#}*> CCR4 mnM 

(3) ^I^I^^^tt 

CCR4 mmsmmim-r^mmmm'mm^. cDc^tt> m:cm^m^w\mi^. n 

^-f-^:^^sytS5^;5 (Cancer Immunol. Imraunother. , 36. 373 (1993) )o 

^ h^^^y^f^^i^i-^"^^ v^^i^i^M-r^m^^m^^^-^^ ELisA ii^Rxim^ 

(4) y ;;^f Kl^-^PfiW^&'l* 

CCR4 ic^-^tt^^^a V K-efc§ tarc ^ mdc (Dwmwt ccr4 ^m^^ffllS 

h^\^-±^(Dmmmm^-^m\'^^^\^i^'o . -^mmcDm ccr4 fei:^<Dy 

l^-^mmtt^^^Wi-^^^^ttlJl^So tarc ^ MDC o^l^l^f*. ^W-srtMjfe^iCO 

^^si^=eif:5S^lf £.;Jx^o ^#:6^^cC^ife^ bTfi. WOOO/42074 

3g^/^af^foif5^^;6S-e^So ^#:6^^cC^&iUT{:i> m^l-£. W000/42074 
CCR4 y K^^ J:o-C5l§^:: CCR4 ^JM.5^fflia(7)5S^iaW^^I'J:^i"^ 
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(5) mMmn(Dmfi 

•t^^th^^^^o ^^X^Xi^m^f^f-^^^^^.^^^-^^ «-r6 ELISA ^^fflV^ 

(International Journal of Peptide Protein Research, 35, 161-214 (1990). 

r Solid-Phase Peptide Synthesis] , Methods in Enzymology, vol. 289, 
Gregg B. Fields U , Academic Press, (1997) . T Peptide Synthesis 
Protocols J , Methods in Molecular Biology, vol. 35, Michael W. 
Pennington, Ben M. Dunn li, Humana Press (1994) )o 

(Advanced ChemTech Inc., USA. ACT ^h^Pf&^i-^) M-<-7°^ K^«^ 

(DifiWL'D^'^^Y^mm^ix. mm^mm.^^^\^f^ N^-Fmoc-r^/mfes 

N«-Boc-T^y^^^ffiv>. ^tt^;rb<^^^:/n:i^^^i-tJ§or^jfe-rs 

Blf^ Hffi^b^ (W)s (NovaBiochem) . ig^a^fb^ (^) > ACT 

T-^^-<y^%t (AnaSpec Inc.). ^fctt-<:/^ KW5^Blf («) ^^i^bA^-T 
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^^r/'^^ K^!>i/ifiL?tr/v:/^ ^ (BSA) ts:i£(D^iyy<^'mt^mv. 

fc^5^ i^^-?:^^®(7)feT:#:^ oSJ^?tt5f ELISA fej'^ ^c7);^fe{;i J; »9 wm-t^ ^ {-J: 

:^^mi-t. :^mm(Diffii^^m^^x^ ccr4 ^/cf* ccr4 ^m^^mi^^ui^ti 

^mm<Dm^^^^^x^ ccr4. ccr4 ^MmmmKmm.i^t-"imk^:^m^^K 

mmmt^^^^ (abc csa fe^). iisi^iBuirc^^^^fflij^^. ihvK 
^ ELISA u—iymtMrn-^^^^T/i^. mm±^-< ^^^y^ 4 ^ v 

^ (1987). ^^-(b^^^itJffi 5 ^^^{b^W^^fe^ m^^b^lHA (1986)) 
-li-. $ ^>(c:7/^::^-l/^»' • ^ y^;tv^T^>- b (FITC) fi:}£(D'^%m%.X'7 ^ 
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^mmm^W'^ (elisa m) ti^. ^iibfc. mmh^\^^it^(Dm.m^. m 
afcsv^«^(DlS#^^. ^fflji&jt*-h?t^ skm. mTi^s myK. mm-^^ifi^. 
m(Dm^^R)^^^^^ \f:t'^:^fj:t'(Dmmmm£t^ 

Y'S. mmh^^^it^omf^m. mm.^m±m. ifii^^ flt7K. isi^^.cti-> 

■^mm<^^w^^^^-^^^ $ • y^^i/T^^- h (fito 

i^-^ K-r ELISA mhn.. if.m^(om^'^. 2 mm. 

FITC fi:^(D'^^mM. -<7V:t^i^^—^. \f7t^iyfi:}f(7)^mx^W:WiVX 
CDC ?§#:^S<ttJ« ADCC S't4#CO|fflJ3S|^$?iltt^^i-fcJ?)^ Th2 ::f^^E'|4:^S^S^ 
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lL-13 ^om^^rpfiJ-t-S ^ ;ds-e^ 60 

Th2 0^b<(*. mmhTh2 mm-^f'i^^^v-Thz m^^^* 

;e»Sfetf b:jT.^o CD45RA-^/c{* CD45RO+*3 t;« CDA+(D^W^mir 

^mm(Dmm^m-r^mmmmmi\^. Th2 mmm(D ccr4 i^m^Kis^-^^p^ 

^fc. Th2 iO^^fc'I^^^^Ss ^^B#C0CCR4M^m(^^if;&-fe^l--Cf*. 

Th2 ^^^^mmBti-i.. mm-mmimi^h-T. Mm-h^^^t.m'\&<Dm.m. 
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^■^m^i-i. mm\^mi^xM-h^^&3^<^h(D^mm-i-^(D:dm~^v<. ma 



^ij. iJ'^ y ir y ^(o-^mM^-^&M h \^xm'^^xW-B.x^ -5o 
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^ ^ ^ An i- 5 r ^ % -T? ^ 5 o 

J: ^ mt^ 6 :^^> ii^^A l 0 ^ D 0. 01mg/kg~20mg/kg "Cfe So 

H 1 KpKM2160GalO (^ot^X^Sr^ bfc:|E|-efe 6o 

^ 2 K pKM2160Gall (Z)5t^X@^^bfcigT'fe5o *f*^ T 

H 3 Hlf*. t/^;^^ K pKM2160Gal3 Oat^X^Sr^ bfdHI-T^fcSo T 

^4 0}*. KpKM2160LV0 (D5t^X@^:^U/c|l|-efeSo 

^5 KpKM2160LVl (D^t^X^^^ l-^^-I^-I^fe So 

H 6 :/7;^5: K pKANTEX2160lvo :^ x xj^ ^ :^ ^ K 

pKANTEX2160Gal0LV0 (Djt^X^^^ blTcillI-efoSo 
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f^imi^. ^in. CCR4CDR ^m.^Wi(Dmm^^ cos-7 mmi^-m'\^mm 
mhnfz.mm±m'p(D ccm ^5^^-:/^ k-^(^ elisa i£ic:*5tt5Rit?'i4 

m 8 mi-^. B'J(^ FR ^fflV^T{«Ufc#*ri: CCR4CDR Mfel^cD^m'^i^ ^5^- 
^ COS-7 IffllSl^-iiatt^m^^ir^ #6.tl.fctt«Jllt4'<^ CCR4 ^^^Zf^V^^^ 

m 9 mm^fc^ CCR4CDR ^m^W-(D CCR4 tl5^-<:^9=- ELISA ^ 

it § KjS'I-^^^ U hi 6 o 

0 10 Hlfi. ItMUfcirC CCR4CDR mMmW-(0 CCR4 ]«^m^ffllS (CCR4/EL-4) 

fci^i- :5 ufd m -e 5 o 

0 11 Elf*. ItMbfctTL CCR4CDR CCR4 gl5^-<:7^^ Kf-^fi-SSfP 

m 12 CCR4/EL-4 |fflJ3S{3:>t-r S ADCC ^ttiC j: Sm«*t4^:^ bfcHI 

^ 13 mt^. t b PBMC •b^h(0 IL-4. IL-13. IFN-7 ^^J^^'J^:^^^ 

^ 15 rZ-^^^S: K PKM2160VH41 pKM2160VL61 (Dit^X©^^ UfcHI 

^ 16 mi-t, -f?:^^ K PKANTEX2160H (D^tJ^^XS^^ bfc|ll-I?fe§o 
l^lTHlf^s -^7^5; FpKANTEX2160 (^3g^X^^:^LfcIl|-efe5o 

1 

CCR4 t bMCDR#ffitrLft:<^f^M : 

1. CCR4 ;5 t h M CDR #fli^#:<D VH *5 j; VL ^ = - Ki" 5 cDNA (D^ff 

(1) CCR4 ^ CDR ^m^W<^ VH (DT 5: / m@H?lI<^^ff 
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CCR4 iZ-Mi-^ t Vm CDR ^«inl#: CCR4CDR ^mmt) 0) VH (DT 

^ /mmn^&sr(Dm\zvxm^i^f^o i -ef^m^tLfcfei: ccr4 

tfii^ KM2160 (Int. Immunol., U, 81 (1999)) ^^ffl IB^lJ#-^ U 2. *5 

j;ti^3 i;i^bfcVH o cDRi, 2. *5J:'0^^3 ym@a^'J^#1i:i-afcfe(Dt > 

VH (D FR <DT ^ ymmm^M^l^tCo MMM^^^^y" t \.X GCG 
Package (Genetics Computer Group 1=±^) ^fflV^-C. |!E#(DSa«<^r ^ 7^ 
gg^lj^^^^^^^^ BLASTP ?fe (Nucleic Acid Res., 25, 3389 (1997)) (dJ: 
<0 KM2160 i;t@m4'Z)]^VMi h^{*:^^mbf::o ffilUffi^ T »x^OT ^ / 
miH^>J<^*SIlI'ft^i:li^ Ufc t C ^> SWISSPROT t'-^-^-x^ T ^ 5/ ^/ a 

w- P01781 ^ Ig Heavy chain V-III region Gal (Hoppe. Seylers. Z. 
Physiol. Chem., 354, 1505-1509 (1973) ;mT. Gal ir^i") 82. 5%^^ 

mh^m'\^(D-m^^^ hmi^-v^^tctc^. :L(Dm^(^ fr <Dr^ymmm^m 

^bfCo rcfcbT^^— i?^-^— Gal (D FR (DT ^ / ^mM^Ki-^. T ^ 

a6t^-^^$tbTV^7^CV^§|5^ i^mm^i^CD N 28 #S> 30 

#g) b^f2|s:(DiB^ij-e{*ttsm«ft<^4sv^T5/mas (V mm(Dm^(Dn 

mx^^ Thr) ;?.S^.J6?3tLfCo ^^-^\ 28 #@ ^ 30 #gJC-oV^-C«. 
^#:KM2160 (d^btb^aS-efe^ He ^ Ser ^iliRb. V^J^cDft^cD Thr (;i 
OV^-Cf*. Ser -e^bfCo rttb(7)T5/maS}*. -ft^O t b^^t^IB^'J 
(Sequences of Proteins of Immunological Interest, US Dept. Health and 
Human Services, 1991) l^^X^^X -hMm^l^m^ hth^ ^ t^^h. t bfeil^'^ 
iB^IJ jim-r 5 ^ O -e » ^'cC V ^o 

U 2. :j3J;t)« 3 d^Ufd^ CCR4 KM2160 O VH CD CDRl. 2. 

*5j;t;? 3 (DT ^ /mnm^^w.^. nm^-^ 4 i^tB*c(75in: ccr4cdr 

VH or ^ /mia^'J Gaio ^i^ff u/co iB^iJ#^ 4 or ^ y ^ih^ij^^- Kfa 
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^fc. h hi^x<^x^m^titi^mnm^m^^ ccr4cdr ^m^i^(o 

h 3 ®II(Df-^'^Vv-:7° (HSG i~iii) \^^m\^. Si-. ^tt£>€-i^:/^Vv- 

^^(-^jgga^lj^fg^ (Sequences of Proteins of Immunological 

Interest, US Dept. Health and Human Services, 1991) o ^tb b^jilB^'Jf^N 

V ^^ CCR4CDR ^mm^^f^Mir ^f:z^K. t^f+i- $3 fc o T t b VH (D 3 

®iI(Di?-:/i5^V^^:/<D*5fiia^iJo FR (Dr^ymMm(D^ib. km216o o vh 

FR (DT^ ymiB^^l^*t3^^v^t@llI'l4%w-r2) fr (dt ^ ymmm^mn\^fco 
mi^\^i^^ t VH cD#i^-:^i5^vv— ^o^aia^ijcD FR or ^ y^aa^J 

^ M2160 (DYHCDFR (DT ^ J W^^M t (Df^(Dmn\^(Dl^km'^Wt^^ ^f^o H I 
m^yf^ \^fzM\^. KM2160 (D VH mM<D FR (DT ^ 7 mia?lJ{*i^y ^V^-7° III t 





HSGI 


HSGII 


HSGI I I 


57. 47% 


50. 58% 


77. 01% 



UJt(Dl^m^h. t VH ill <D*aia?iJ(^ FR (DT ^ 

ymW.n(DmWM±W\^^ CCR4 -x'r>;^^5tf2^ KM2160 (DNRCD CDR <DT5 7^15 
^J^Steb. ia^lJ#^ 38 (dlEifeOtrC CCR4CDR ^U^i^CO VH (DT^/^SB^lJ 

Hvo ^^fhbfco ia^ij#-§- 38 (Dr^ymmm^=^- h^-r^^mm^mmm-^ 

57 td^UfCo 

(2) CCR4 \ZLM-r^ t CDR VL COT ^ 7 ^@a^lJ(^ISft 

^ CCR4CDR mW^^(D YLCDT^/ Mia^'J^-i^^TOilJC UT^fh bfcio 
ia^lJ#-^5. 6. *3j;t/7 iC^bfc*itCCR4-^^;^^f*KM2160OVL(DCDRl. 2. 
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(DtSIWItt^-?^ 4 ®iS(Dif-^^i5^Vv-:/ (HSG I~IV) iJi^Hb. •^rtt?^^ 

i^7'^V^— ^-^^Cl^aSa^lJ^W^ l-*^^^^ (sequences of Proteins of 
Immunological Interest, US Dept. Health and Human Services, 1991) „ ^ 
r-e. t b^'frf?^ VL(D4: ®iM<Di^yy/^'-7'(^*3lia^IJ(^ FR <^T ^ /BMM 
(D^ib. KM2160 VL FR (DT 5 7 miB^'J FR (DT 

^ymnm^mnvf^o m i t: bfeT:i*:(D vl 

iH^j(D FR cor 5 y ^ia^ij t mzieo (d vl <d fr (7)t 5: y ^ia^ij ^ (DPsitDtsi^tt 

(Di^m^^^^ \^f^o m 1 \.f'm\^. km216o o vl o fr (dt ^ / msa^ij 



HSGIII 



HSGIV 



65. 00% 



72. 50% 



HSGI 



HSGII 



65. 00% 



82. 50% 



^±.(Dmm^h. t VL (Df-:7^i5^vv-7^ II (D^mun<D fr (Z)t^ 

7mia^J<^5S-^^cC{4Sl-Sa^'J#-^5. 6. *5j;tJ«7 l^^bfcfei:cCR4^'^7:^^#: 
KM2160 (D VL <Z) CDRl. 2. :j3j;tJ? 3 5 /mia^lJ^^^tt b> ia^IJ#-^ 8 I^IB 
m.(0^ CCR4CDR vl ^ /^MB^lJ LVO ^^tf bfCo Sa^lJ#-^ 8 (D 

r 3: y mia^'J^ =^ ^ Ki-^ifeSia^>J^iaM#-^ 53 (^i^ ufco 

(3) CCR4 \Z.^-r^^V^ CDR VH *5 j; tJ^ VL <D^m 

_h|B-e^fl-Uf^*n: CCR4CDR ^Sfetft^O VH (DT^Jmm GalO. HVO *3j;I>' 

vL(Z)T^y^ia^'JLvo{t. iSiRufct b^#:(7)FR(Dr^ym@a^'Ji-feT;ccR4-^ 

1^7 KM2160 (D CDR <DT 5: y ^iB^IJ^^^^^^tfi UfdSB^lJ-Cfe § — 1^(31, 

t CDR -^^7;^feT:#:(^ CDR (Dr%y^m^(DmM.<D:^-^\-i.m 
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T-M^=coTv^§ FR (DT^/mm^(D^h. ^m^^m^^^^ ^^^^^^ 
as ^ m Si- s ^ ^ u f-o 

^-f. _h|BT*^tl-bfc^ CCR4CDR ^m^i^<^ VH OT^ y^iB^'J GalO. HVO 
4o j;tJ? VL (7)T 5 y mSa^IJ LVO j; «9 Jfe^fclft^ V (GalOLVO *3 J:tJ? HVOLVO) 

afiJffi^'f'^M(i^Ml^Xf*y:7 h!^^T AbM (Oxford Molecular ^±M) H^^fejC 
mT^(D^m^<>^^Xi-tyy^ h^^T Pro-Explore (Oxford Molecular |±^) 
6V^{* RasMol (Glaxo ^t^) ^fflV^T^n•^n^#<^^fflS5fe0^♦}^:^^^V^. fi^o 
fco */c. i5iCCR4 -^'^;^in:#:KM2160 (Z) Vlii^OHiffeTn^^fec^^^^/tr^^^^ 
^7=Vvt>^=mt-UT«^b^Co GalOLVO ^fc{* HVOLVO (DVH*5 J: TJ^VLtZ) 

FR<DT^y^Sa^'Jl-*3V^-C. ^CCR4^!^7;^^5t#:KM2160 ^^/c^o-CV^5^S{iI 
oV^T)lIl^^fe^ *rL CCR4 -^r^^^^W- KM2160 (D:1=B^i-S'fie{^:^ btbS^S-^Sfe^ 
bfcT ^ y^Sa^ij50^b^^5Hi<k75«3t^7=V^^l^^f-^"^^^^- ^ CCR4 

KM2160. GalOLVO HVOLVO *5 J;tJ«Qfe^l^<Z3 V |BJ^(D H^Tuftat 

■^(Z)|§*. GalOLVO *fc(* HVOLVO (D FR (DT 5 7 m^St^^'-^feiM^'^^^S^ 

GalO 40 # i <D Ala, 42 # @ Gly. 43 # @ (Z) Lys, 44 # @ O Gly. 76 # 
g(7)Lys. *5j:tJ?97#g(DAla^. HVO T'}:i. 28 # @ <Z) Thr *5 J; tJ^ 97 # @ <D 
Ala§:. LVO-ef*. 2#@(DIle. 3#@OVal. 50#@OGln, *5J;D5 88#@ 

vai ^aiiRUfco ^;rbb(7)5itxbfcT^y^a*<^5-^. ^pt^<b% i-d^j. 

Ji:Sr-^l>>^trL#: KM2160 T ^ / aS--3Sc^ ^^Jfea^^^^-T^ 

t h ^ CDR ^^fiirL#:<Z) VH *5 tJ? VL ^^fh bfCo 
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^■r, VH ^COV^T^^^ m^-iS. GalO (7) 97 #S(D Ala ^Bic^ bfc:@a^ij#-^ 9 
X-^Vtc Gall. GalO (7) 42 «@<D Gly. 44 #@(^ Gly SrQiC^ LfcMB^IJ*^ 10 
-e^LfcGal2. GalO<D97#ScD Ala. 42#@<DGly. 44 # @ O Gly b 
mmm^ 11 l^^l^fc Gal3. HVO (D 28 Thr ^Bic^ bfc:®a^lj## 39 fCl 

* bfc HVl. HVO 97 # @ Ala &gic^ bfcia^lj## 40 -T?^ bfc HV2. ^XXf 
HVO (?D 28 Thr. 97 # @ Ala ^Sfe^ bfciB^IJ#-i- 41 t?^ Ufd HV3 ^-^tb 

•^^tbisi+bfco $ fei- vL ^cov^r^*. '^J;t}^ 2 #gc> iie ^9fe^Lfc@a^ij# ^ 

12 bfc LVl. 3 # g CD Val ^Bjfe^ bfc@a^lJ#^ 13 bfc LV2. 2 # @ 
(D He *5j;tJ« 3 Val ^^mX^f^M'^W^ 14 i^l^bfc LV3 ^l^f+bfCo 

m^m-^ 9—11. 39—41 *Dj;-a^ 12—14 (DT5:y^ia^J^=i— K-r^i^sia^'j 

^> -^;ri.^'tbia^ll#-i- 50— 52. 58—60. 54— 56 bfCo 
2. ^ CCR4CDR cDNA 

(1) in: CCR4CDR 1^mKW-<0 VH ^ =t ^ Ki-^ cDNA <D«|| 

^Wll 1 (D 1 3S (1) X-Wt^\^fdsK CCR4CDR #:jt^#:CD VH (DT^/mSfl^J 
GalO :Sr3 — K-rS cDNA ^ PGR ^fe^ffiV^X^^;T'Dil^:l UTW^bfCo 

*-r. ^ti-bfcT^ ym@a^iJt-@a«-^ 15 tctB«<7:)in: ccr4 '^f;:^^^ 
KM2160 CD H 0(D^^v^i/-^/v@a^ij?r^tf T^^j^cC^^r 5: J m@a^'J ^ 1-/^Co ^ 
ill. ^T5: y^iB5iJ^jl'^^=i K^i-^^L-f-o 1 ocDT 5: y mas i-*l-i-"C 

ffl M (Sequences of Proteins of Immunological Interest, US Dept. 
Health and Human Services. 1991) ^#ltb. ^m^^^^"^^ K^^^^ 

- K-rs cDNA (DMmm^mw^. mj- 5' 3' pgr Mj^;^<Dtiii>i 
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m 20 Mm(DmMm^^\^^ir^m\^-r^). ^tih^-^^-^m. ry-^-^^-^^m. 
(D^K(Dmx\ mmat. nmwr-^ le. i?. is. 19, 20. 21(D6^<d 

^J^:t V ^ 1/^^ K bfc (GENSET %m o 

y rf^ ^ K^*^liS^5 0. 1 M ^ fa^m'^ 0. 2inM dNTPs, ImM M. 

'^b•^^^■^v">•^^'^i^'SJ^?^^^-*0^^ 0.4;uM M13 primer RV (S?@3ti± 

0.4juM M13 primer M3 (GENSET %h$S) :j3j;-a^ 2.5 Wi<D KOD polymerase 
(TOYOBO |±^) ^ffiV^T. -^fF 50 m 1 ^ PGR K^S^^Tofdo 
94°C30 55°C30 74°C60 ^^Oi^-r^/V^ 30 1^^ ^ -^Tf^^^ 

74°C10 1 7V-e^To fCo QIA quick pgr purification 

kit (QiAGENii^) mkmz.wm-M^mm\^f^o lo miL(Dmm 

0. 47kb (D Apal-NotI ilfJt ^HHlX UfCo 

^{31, -T"^;^? K pBluescript II SK(-) (Stratagene <^ 3/ig ^ 10 

w\iL(Dmwmm p^i (s«ati±s^) *5j;-o?iomfi(^^JPS^*Noti (SMat^t 

i^) ^fflV^-C 37°C-e 1 R#^H1Mj^;:$^±f^:o >^<5^Vvm^^lili- 
T^® It) 2. 95kb (D Apal-Noti 8(f>t ^IUHK UfCc 

±.|B-t?#btbfcfci: CCR4CDR ^m^i^<^ VH (D PGR Apal-Notl Rff 

Jt^>^9>^5; K pBluescript II SK(-) C Apal-NotI Wr}i^. DNA Ligation Kit 

Ver.2 Solution I :§:fflV^-C^^#(^I^PJ•^-^^oT^^bfCo 

mm^) ^j^nmmi^. mMmm^(D^u-i^^^^^^:^^ k dna ^mm 

Big Dye Terminator Kit ver.2 (Appliedbiosystems ^±M) SrfflV^T:^^ 

|lI{^^bfc:/9;^5: K pKM2160GalO ^#fCo K pKM2160GalO -VJfm^ 

m^tlfci^mMW-^^^ Escherichia coli DH5a/pKM2160Gal0 {i. miLffMcm 

xmm^wm^m^m (0*ia3^^iflc-o<}5m:*: i t 
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S 1 1 "^^B 6) 13 ^ 8 ^ 22 B#it-e PERM BP-7709 i UT^fe 

^^l::. 1 o 1 3S (3) -^'^fl-bfc: FR (DT ^ 7maS(^9fe^f*WTcD J: 

KM2160 -e^btLSA'&^=' VZ^tf^^X^ ^-^fofCo 

97 Ala ^ Gly (cQfe^i" 6 ^1^1 (i. T^i^-Cf-^M bfc7"9 ^ K 

pKM2160GalO (D 25ng §r^M^ iH^IJ#^ 22 t 23 j3:|B«feOii:^@a?IJ^^-ra 

mmmA(Dfc.^(D^}^ dna (genset i±M) ^::^7-f-?— ^ bT^tL-?tb«S 

0.4/iM^j'^'5j;5 i-;!JPX. 2. 5 mi^L(D KOD plus polymerase (TOYOBO ^tM) ^ 
ffiV^T. 50Ml(^?^-e^i"94°Ct?2^P«WPf!!b:rc#. 
94^015 55'C30 68'C40 fPm(Dm^-^ 35 f-^ PGR SJS^^fo 

fc, fteiiSV^^QIA quick PGR purification kit (QIAGEN%fc^) tilTi^^Us 

Mmm^mm7i^i^Mm\^f^o lo miL(Dmmmm psti (^is3ti±^) ^ 

fflV^-C ST^r- 1 ^KHJ^&^^fc^. 10 miL(DmmW^ Drain (New England 
Biolabs|±M) :S^ffiV^-C 37'C-Cl B#^H^S$-^fCo ^^i^^l^^T :^n'-;^<5^VV 
M^^^tti^T^MU. ^-^J 0. 58kb CO Pstl-Pralll if^t^lsIllX Ufdo 

y""^^^ K pKM2160GalO O S^g ^ 10 ^{ic^f IJPS^* PstI (S^g^gld: 
$a) ^ffiV^-C 37'C-t? 1 B#WSJ^:$-lirfr:^. 10 ^SKDflJPS^m Dralll (New 
England Biolabs trfflV^T 37°C-e 1 ^^Sl^;:$^i:f^lo mRmm^T:^^ 

^y^^/\ymM.^^W}i^X^m^. 2. 7kb (D Pstl-Dralll ilfJt^HUlXbf-o 

^^31, _b|B-e#e>ttfc PGR m^^M<7) Pstl-Dralll Wf}! t-:fy ^ ^ K 
pKM2160GalO Pstl-Dralll Slf>t^ DNA Ligation Kit Ver. 2 (SMa^lt 

m) (O Solution I ^ffiV>-C^#(^^PJ»i-t^^<5"C*^bfCo r(^1t(-bT# 
btbfcim^:?^^ :^ ^ K DNA ?«^fflv^-C:^l§a DH5a|* -^W^ 
^^mb^ mM^^^(D^n — ^^X'0^'^yy^^ K DNA ^ffi^U. Big Dye 
Terminator Kit ver. 2 (Appliedbiosystems ^±m) ^ffiV^T^S@a^'J(^^?^'f ^ 



48 



wo 03/018635 



PCT/JP02/08828 



KpKM2160Gall ^^fCo K piai2160Gall -^^mM^B^^^ntcM^ 

St^tc-efe?) Escherichia coli DH5a/pKM2160Gall tt, m±ffWc^AMM^WM 

^m^m #fF^#j#fe-fe^^- (p:$:is^i^mo< f^n?^ i t@ i i 

^^6) K^S^13^8M 22 0<^tt"t?FERM BP-7710 t l^X^fe^tlX^^^^. 
42 mn(D Gly ^ Asp (il, "^fc 44 # g Gly ^ Arg ^clg^^-f-^SI^t-f^ ^ PGR 

-a-^DNACGENSET^m) ^ M13 primer RV (S^gatlii^) ^T'^-f "^-ii-^^^J^ 

^•i. m:^m^i'±±mtmU<D-j7mxmML-. pKM2160Gal2 ?r#fCo 
K pKM2160Gal2 X ^ M ^ th M W ^ X h ^ Escherichia coli 

DH5a/pKM2i60Gai2 m±ni^i^Ammi^^m'^m^m wn^^^n^-^^^i^ 

#(t"eFERM BP-7711 t b-C#fa^ttTV^5o 

pKM2160Gall t pKM2160Gal2 0. 5/xg fflV^T. 10 Nhel (^M^t^t 

m) 37°C-e 1 ^^Ki^^^-l^fc:^. Mt^Scal (Sffiattt^) 37^"^ 1 

Rit>^^fco UR)tM^r:^tt--:A^/\^mnu^W}Kx^mv. pKM2i60Gaii m 

^(Dm l.Skb (D Nhel-Scal if it i . pKM2160Gal2 ^jfecD^I] 2. Okb (Dm}i^Wll^ 
UfCo nhthf^ 2 ffiM<Dif>t^ DM Ligation Kit Ver. 2 (^ffi^ttt^) (D 

Solution I ^m\^^xm<^(DmmmK^-oxmi^vfc„ ^(omi^i^xn^ntim 

?f^Kfe^*(?:>^ n — ^-J; «9 5; K DNA ^mMV. Big Dye Terminator 

Kit ver. 2 (Appliedbiosystems ^fcfi) ^^ffiV^T^t^SB^IJO^fW^^TofCo 

pKM2160Gal3 %#fCo K pKM2160Gal3 X^MtSi^^tlfcAmWWXh 

6 Escherichia coli DH5a/pKM2160Gal3 ^^^L^i-S$Cf^AM^^W^-^M^'BT 

13^8^ 22 B#Jf^FERM BP-7712 t UT^te^tbTV^So 
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mmm KDim (D -eisfi-bfc^ ccr4cdr ^m.^i¥(D vh or ^ 

ia^ij Hvo ^ Ki"^ cDi^A ^ PGR ^^m^^x^fcomi^ i.xm^ i^tco 
isfl-bfcr 5: y^Si^iJi-sa^il#-^ i5 i-lB«<^^ ccr4 

ffl S S (Sequences of Proteins of Immunological Interest, US Dept. 
Health and Human Services, 1991) ^#itb. MJ^^-T ^Mi^^^ K^^^*:^ 

- cDNA Oit^iB^lJ^I^I+b^ HI- 5' 3' PGR SjSB#C>ii>l'I 

m20 m.&(DMmd.m^^'t:6mK'i-^). ^nfo^-fe:/;^^> r^^-fe^-:^^ 

(D^2(DjlK-^\ I5^l3:f*> iaM#-g- 16. 42. 43. 44. 45. :^ XXJ^ 21(D 6 ^(D 
-a-^^ y ^ V-;^^ K ^-^J^ b (GENSET %hM) . il IB * b fc 

pKM2160GalO ^ pKM2160HV0 ^#fCo "T"^;^^ K pKM2160HV0 -C?f^ 

Kfe^^tL/c::kM0**-efeS Escherichia coli DH5a/pKM2160HV0 ^3^=?? 

T @ 1 #it 1 4":^^ 6) 13 ^ 8 27 B#ttt? PERM BP-7718 t UT^ 

28 #SO Thr ^ He {eiOSc^-TS^i-f^x ia^J#-^ 42 JZllSm^i^Sia^lJ^^ 

-r^^v Kc^-R;^ !9 {-@a^ij#-^ 69 iciia^(D:^SBaM^^-t'S^ 

y zi^^u^^ K^. ^/c@a^ij#-^ 43 ra^cDi^Ksa^ij^^-ra^y 

vir^ K«Dft:bO t^. ia^iJ#-^ 46 \z.um(DmMUn^^'t^^^) ^y^^ 

^K^fflV^T_h|B(D:/7;^^ K PKM2160HV0 (Dm^tmM(0^m-^f7 0 ^ t\Z. 
j; ^) . Um<Dm.Wm.m^^-r^ pKM2160HV1 ^#/c„ ■T'^;^ 5 K PKM2160HV1 T* 
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mM^^^tlfci^MM^'V^^ Escherichia coli DH5a/pKM2160HVl Mil 
m 1 T @ 1 #±t 1 6) \Z.^^ 13 <^ 8 ^ 27 0 #tt-e PERM BP-7719 t U 

28#@(D Thr He l^. :i3 j;t/ 97 # @ Ala ^ Gly t;i3^^-r SB 

69 ictB«<z)^»sa^ij^^i-^^y v;^^F^. ^fciia^ij#-i- 43 \z.mm 

SB^iJ^^-ra:^!^ ^^^^ ^fciB?iJ#-^ 45 tc:|B«(7)Sasa?'J^^i~ 

:5;e-y d'p^i^ W;^^K(^ft:b'9lJi. ia^J## 47 \ZLmM<D^&Mn^^'t ^ ^ 
y 1/;^^ K^ffiV^-CJl|S(D:7'^>^ 5 K pKM2160HV0 <D«||^N#CDKf& 

^^T 5 ^ ^ 9 s g 6^(DJtKSa^lJ^^-rS PKM2160HV3 ?f#fCo :7°7:^ 5: K 
PKM2160HV3 ■T?ff^«^^^tl.fc:^li®«-efc§ Escherichia coli 

DH5a/pKM2i60HV3 m±niki^xmm^mm^m%m mw^m^m-^^^^- 

(07^ll^*^mo< fffi:*: 1 T@ 1 #*tS 1 6) J,^^^ 13 ^ 8 ^ 27 0# 

It PERM BP-7721 t L-r^fS^ tbtV^^o 

97#gOAla^Gly (3igJc^-rSI^}-{is ^T(^ili- bT«^ bfCo 
PKM2160HV0 ^ PKM2160HV3 0. S^i g fflV^•r. 10 Nhel (^^^±1^) 

X' 37''CT' 1 ^WK^&^-lirf-m^ Seal (^?@at^±S^) X- ^7°CX 1 B#P^S^S 

^iirfc. ^SJ^;;^^&T;^f^-;^^V^«^^S3cl^J^;lr5>llJU^ pKM2160HV3 SjfeO^ 
1. 3kb (D Nhel-Scal iffJt t . pKM2160HV0 2. Okb (DDfit ^ElR bfCo # 

btbf- 2 ®|g<Dif>T'^ DNA Ligation Kit Ver. 2 (SM^t1±M) <^ Solution I 

n — VJ; ^ K DNA ^flMb. Big Dye Terminator Kit ver. 2 

(Appliedbiosystems ^IM) ^^V^Ti^S@H^>J(^iii?W^^TofCo mmmm^M^ 

bfc^m^ @e^<?:)*l[SiB^iJ^*i-^-:^9^5: K pKM2160HV2 ^#/co 
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K PKM2160HV2 -T: m M ^ tl m M ^ ^ Escherichia coli 

DH5a/pKM2160HV2 ^Hinff i^feAmmS^W^-^W^Bff mf^^m^t^-^ ^ - 
(0ffl^i^mo< i^-ifiM 1 T@ 1 1 •t'^H 6) 13 ^ 8 ^ 27 0# 

tf^^FERM BP-7720 t bT^te^ tbTV^So 

(2) m CCR4CDR ^m^W^f^ VL ^ 3- K-r 5 cDNA 

mmm kd im (2) -etstfufc^ ccr4cdr ^w^^^c vl (Dr^ymmm 

Lvo^3— cDNA ^ VH ^IWI«^^PCRfi^fflV^T^^AT01^i-bT«^bfCo 

-r 6^ CCR4 ^7;:^^^ KM2160 <7) L ^OMa^lJ^ffiV^fCo 

^-f. @a^lJ#-^ 26, 27. 28. 29. 30 *5 J;tJ^ 31 lCfB«(D^SgH^IJ^^i"S 6 
:^(D^m.:^V ^^^^^^t'^^'^^^f^^f^ (GENSET %hM)o y ^ V:^^ 

K^*^itSj^^ 0. l/zM ■^^'i^ilt- 50 /I 1 <DSJ^:^l^i-*B^'C> 0.4;iM M13 
primer RV (^?ga^%h^) > 0.4/zM M13 primer M4 ^5b<}iia^lJ 
32 131^ bfc M13 primer M3 (GENSET |±^) . *5j;t>' 2.5 ^{it(D KOD 
polymerase (TOYOBO t±^) ^rfflV^T. PGR KJ^^^ffofCo ^ ©|^(DS^5:^#{* 
94°C30 fj^m. 55°C30 74°C60 m^<D^^ ^ ^^"^ 30 ^/K 

72t:-e 10 1 UfCo ^RJ^-W^ QIA quick PGR purification 

kit (QiAGEN ^±m) \z.xmmv. Mmm^mm:i^\mmi^f^. lo miiL(Dmm 

m EcoRI (S?Sit%i:M) ^^Xf 10 mficT^f^OPS^m Xhol (^Mattt^) 
0. 44kb O EcoRI-XhoI m}f^Mi\^ bfdo 

^til. >^7>«^5; K pBluescript II SK(-) (Stratagene ^±M) <^ 3/xg ^ 15 

m^L(Dmmmm ecori (s^mM) ^^-c^ is ¥{4<^^ijpw^ xhoi (s^^t 

l^l-C^ML,^ ^ 2. 95kb O EcoRI-XhoI jlrK'^Hl^Uf^io 
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^m-Cn^M^^ CCR4CDR ^fitirLf*© VL (D PGR m^(D EcoRI-XhoI Df 
jt^:/7^ ^ K pBluescript 11 SK(-)(D EcoRI-XhoI WtJi^ DNA Ligation Kit 
Ver.2 (StS5t%bM) <D Solution I ^ffiV^-r^#CQB^.PJ#^-^|§oTS^bfCo 

mm^±m)^^wmm\^. mm.mmm(D^ u-i^ i^r, ^-^y k dna ^stdsm 

Big Dye Terminator Kit ver.2 (Appliedbiosystems %M) ^fflV^T:^S 

iaj^^Ufc:7°^;^ ^ K PKM2160LV0 ^#rc. -^7^^^ pKM2160LV0 "eff^K^m 
$tbfc^li®*5^-efeS Escherichia coli DH5a/pKM2160LV0 M^LftJicfeA 
mUfi^^H-^W^HIf #fF:fc#iWte-fe ^'i^' ^ (0 :2^ia^i^ift<5 < ft?*: 1 T S 1 
1 tfj^H 6) Icl^^ 13 ^ 8 ^ 22 0#lt-e PERM BP-7713 h UT^^fe^ih/ 



m^. 1 «^ 1 « (3) -e^thbfc FR (DT ^ /m%&(D'^^mxr\^^ 

#:KM2160 -e^btl/65t'^^=i Ki^^ ^cCS J: 5 J-tf o:rco 

2 #@ He ^ Val Jc:9fe^-r ia^ij#-^ 27 (;::f3^(Dit»Sa^JSr^-r 
6:^y 1/:^^ K(Df^;jD«9 ic, @a^ij#-^ 33 lcifBiccO:^Sia^iJ^^-rS^ 

y rf>Ci^ K^fflV^T_h|B<^)'7°-7>^ ^ K PKM2160LV0 IH^OSiS^ 

PKM2160LV1 ^#fCo "^'^^S: K pKM2160LVl "CJI^KIk^^ ;n/fcAfli0*5fe-efc6 
Escherichia coli DH5a/pKM2160LVl m.^n^lkXWM^W^^-^M^'^ ^ 
fF^i^i^te-^^^— (0;2^IS^:^mo< f*Tl7m 1 Tg i#±ifil ^^m^) 

^13^8^ 22 0#tt-eFERM BP-7714 t b-C^te^tl/TV^So 

|ll«(^bT 3 #g O Val ^ Leu i-a^^i" ^ @B^IJ#-§- 27 l3:|B«<Dig 
M^lJ^^-^-^^y rf ^ ^ W;^-^ KcOf^t? "9 (-iaM#-^ 34 (CfBifeOigXia^iJ 
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^ 35 ^^:|B«fe(^:^Sia^|Jt^^-r§;^P=^^^^^'^^K&ffiv^5r.i!■T?@^(7)7° 

KpKM2160LV2. pKM2160LV3 ^^MtlMf^o K pKM2160LV2 "t? 

?f^®$^^^tbfc;'^li0l^'efc5 Escherichia coli DH5a/pKM2160LV2 ^S^tJ^y 
^>?.5; K pKM2160LV3 "C Jf^^$s^ ^ ^ Escherichia coli 

DH5a/pKM2160LV3 ^fistftmiAm^Stf^^^W^BIf mf^'^^m^'^ <^ - 
(0:*:|a^i^mo< f^rlfm 1 Tg 1 #«& 1 't':^^ 6) 13 ^ 8 ^ 22 BH 

iftrFERM BP-7715*5j:U?FERM BP-7716 t br^tb^tL^te^ tT.TV^6o 

(3) CCR4CDR ^fit^#:^m-<i^ 

t b'fhtrL#:|§^ffl^:^' ^^PKANTEX93 (Mol. Immunol., 37, 1035 (2000)) 

tmmmi(D2m (D *5j:t5 (2) -r'#fetbrc:/y;^^ KpKM2i60Gaio *5j;-a? 

PKM2160LV0 ^^fflVNTfel CCR4CDR ^ -pKANTEX2160Gal0LV0 ^ 

MMm l(D2m (2) -e#b;^fc-7"^;^ ^ K PKM2160LV0 (D 3 iz g ^ 10 ^f4<^ 
f^lJPI^P^ BsiWI (New England Biolabs |±M) ^fflV^-C SS'CT? 1 

fcf^, lomfi^^^'JPS^iSEcoRi (SM^tttM) ^Mx.x 3rc-^^ 1 mmRft^^-^ 

fCo ^Sf£;|^*T;^'n— ;^<>'/^«^^ti](--C^®b. Ji^^ 0. 44kb (D BsiWI-EcoRI 
if>T-^|llJlXUfCo 

t b^bi5if*^^ffi^i^ i5^^pKANTEX93 (D 3jug ^ 10 ^iiKDW^^m 
BsiWI (New England Biolabs ^±M) ^ffiV^T SB^Ct? 1 Hf^^RJ^;: ^-lirfcim. 10 
^{ic^flJPI^^ EcoRI (^M5t%h^) ^iPx.T 37°C-e 1 B#rMlM^&$-^fCo 

mm^r^ti-:^^/i-mm.^wji^x^m\^. m i2.75kb <^ bsiwi-ecori m)^^ 

^l^, _hWfi^'#fettfe: PKM2160LV0 ft 5i5 BsiWI-EcoRI ir>t -^i ^9 K 
PKANTEX93 ^^(D BsiWI-EcoRI I|lf>H-^ DNA Ligation Kit Ver. 2 (Stg^tttM) 
(D Solution I ^fflV>-C^#<^mPJ${-ti§oTS^Ufno :i<Di^lC U-C# 
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MQWiK^ Vfc^'y:^ ^ K pKANTEX2160LV0 ^#fCo 
7:k\^^ KD 2 m (D X-nhi^ht^•:^9:^^ K pKM2160GalO CO ^ 

10 m^L(Dmmmm A^ai mmm^±m) ^^v^-c 37°c-e 1 mmRj^^^^tc^^. 
mR}ii:-n^T^^—:^^^^n%^m^x^m\^. ^ o.47kb <d Aeai-Noti m}i 

^fJci-x _bfB-e#f3 4xfc:/9^^ K PKANTEX2160LV0 CO 3 ng ^ 10 miL(D$m 

^^^P,_;^/7^^V^^^gj,ic:-C5>® m 0. 45kb <D Aeal-Notl if>t^ 111451 Ufc, 

i<>Ci^, _hfBt?#bttfc pKM2160GalO ^^(D Apal-NotI ifJt^"7°7^5 K 
pKANTEX2160LV0 ^^(D Apal-NotI if>t^ DNA Ligation Kit Ver. 2 (S:?Sag%h 
M) <D Solution I ^fflV^•r. ^#(Z)m0^*{-t^^o TjSJfe UfCo ^(DUi^VX 
nhtltasM^^^^^ K DNA ^I^SrfflV^T:^^^ DH5a** mW^m^±M) ^ 
Jf^M^^W^*^ ^ n — >- J: »9 €-:7°^ ^ 5 K DNA ^mM Uf-o 
#£)tbfc:7"^;^5: K^>^V^^ Big Dye Terminator Kit ver. 2 (Applied 
Biosystems %fcM) ^fflV^-r:^Kia^J(^^W^^Tofc^:i:. @ DNA 
:=^^/^/^tbrv^6m 6 mK^l^f^^^^^ i??— pKANTEX2160Gal0LV0 -dmhtlf^ 

MPfma-±. l (D 2 :S(l)T'j'^^bfc pKM2160GalO. pKM2160GalU 

pKM2160Gal2 . pKM2160Gal3 . pKM2160HVO , pm2160HVl . pKM2160HV2 *3 J; 
PKM2160HV3 Mmm 1 (D 2 mi2) Xi'fMl^tc pKM2160LV0. pKM2160LVl. 
PKM2160LV2 *3 j;t>* pKM2160LV3 t^^tl^ma.^^XSkr<D^m.--<^^-X 
feS pKM2160Gal0LV0. pKM2160GalOLVU pKM2160GalOLV2 . pKM2160GalOLV3. 
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pKM2160GallLVl . pKM2160GallLV3 , pKM2160Gal2LVl . pKM2160Gal2LV3 . 
pKM2160Gal3LVl . pKM2160Gal3LV3 . pKM2160HV0LV0 . pKM2160HV0LVl . 
PKM2160HV0LV2 . pKM2160HV0LV3 , pKM2160HVlLV0 . pKM2160HVlLVl > 
PKM2160HV1LV2 . pKM2160HVlLV3 . pKM2160HV2LV0 . pKM2160HV2LV3 , 
PKM2160HV3LV0 j;t>* pKM2160HV3LV3 (D 22 mm(Om^^^ ^ — ^i'^U^^fz.o 

m-^m 2 ^ CCR4CDR m^^w-(DWimmmK j: 

1. C0S-7^BIS (ATCC CRL1651) ^fflV^fc^^; CCR4CDR M^Tlf^^c^-i^ttlSm 

(1) COS-7 Iffll^-CO— iittISm 

i^^wmmMi (o cos-7 mm-^ 10% (d fcs ^^t? dmem m {.^zr^^±m 

T 6 t^^/VrT'l^- b {^WM=i-^'sm tc: 2ml/'^:E/V-fo^ftb. 37°C-C'— 
* b o OPTI-MEM tfi ( y 3 ;i:± ^ ) 100 ^ 1 >^ U "C Fu-GENETM 6 
Transfection Reagent (nv-^itM) 3a1^;?30^. ^h\Z.mMm \ (O 2^ (3) 
-e#btl.fc 22 ®^(^*rL CCR4CDR ^U^i^^^^^ ^ S ^^M'tlM^X 

uf^ cos-7 «i^-^tb-?^«Tb. j;<?m-^bfc^t- 37°c-ej$«bfci„ tm^^. 

72 H#f^C>H#.^-eJ#^_h«^inil|Xb. J§«_h*4'<^feT: CCR4CDR #1t^#:(7)?StW 

(2) ^ CCR4CDR ^W.in,i^(D t h CCR4 (^^y-rSMJ^^tWfffi 

##-0^!! 2 X'f^M^flfcJ^W^^W^ KM2760 (PERM BP-7054) dS^S-t"§irL 
CCR4 =¥7« KM2760 ;elSS)^;^U#S t h CCR4 ^J3&i51^'gB*^-<:/^ VX^h^ 

m 1 (@a^'J#-^ 37) ^SiRbfCo ELISA ^fei-J:6^tt?|lJ^(-fflV^5fcJ^. i^AT 
(D:)f^X BSA (Bovine Serum Albumin) ^ -f 7" ^±M) t(D=i>i^=^^^ 

-h^i^mi^. UTfflv^fco irf£t>'h. lomg o BSA ^-^tf PBS mw. 

900ml 100ml (D 25mg/ml SMCC (4-(N-^V-< 5: ^/V) 
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^)-DMSO^?^% vortex T-e?iTU. 30^^l^o< X> ir^^bfCo 25ffil PBS 
^tli'flibf:: NAP-10 ^ i^f^ ^^O^^^/V^ii:^ 7 1ml •^T-Zf'yAX.. 
1. 5ml PBS $-&f-t§l±lt^^ BSA-SMCC ^ U/c (A280 tlO^)^^ ^ BSA 

^^^m)o O. 5mg (D\\:.^m l 250ml PBS ^^PX.^ iJfcV^-I? 250ml DMF ^ 

^Px.T^^(-^ff$^±-^c^. tU3^(D BSA-SMCC (BSA 1. 25mg ^ vortex 

T-C«Ob-C 3 ^^t^o< t^m^bfco K^m.^ PBS ^^^fU-C 4°C. -Bfe^tlf 
*«S 0.05%^^^SJ:9(-T>^'fb^by 'f-^^^JnbT. 0.22mm 7^ 

/V^5?— -e^iibfc^^ BSA-'fb-B'^ 1 ^1^^ ^^-o 

^^_|.:|,0.05Mg/ml. 50/z l/!>^/l-T?5>-aU. 4^-^- Bfe:^^ bTPi^* ^iirfCo 

PBS i%BSA ^^tp pbs (g;T. i%bsa-pbs ^^fB-T^) ^ 100 /zl/ 

^/V:gr 0.05%Tween20 ^^tf PBS (iiAT> Tween-PBS ^^13-^6) -ei5fc#-m^ 
^^^^|5^(;)t$^_hft^ 50Ml/!>^^l^'^*^^^ 1 ^^Sil;^-l3:fCo Ki^? 

#r>::n/V^ Tween-PBS -r^W-^^.. 1%BSA-PBS 6000 f^^^l^lR bfc^/V^ 
^-y^^^^WMi.-^^^'^ V IgGCy)^^^!^ (American Qualex %M) ^^^^tn, 

Tween-PBS -C^^^. ABTS S®^^ (2, 2' -T i;?^ -1^^ (S-^^^/V-^^-^^^ 
y ^--6-;^/VJiN>'^)TV^^fi7iN(D 0. 55g ^ 1 V y b/V(D 0. IM iJ'^V^ 

(pH4.2) i,z.mmv. ^mm.m\^mmih7m^ i^i/mi T«nb«v^) 

XRJt-^WitVf^o ^(D^ 415nm (D^^S^i'J^UfCo 

^fc. J#*-h?t4^(^t b igG W.^cDM^mm^i^hmir^f^ma'iW.UtVX 
^^m^h IgG (y) ^f* (American Qualex ^ PBS 2000 h <D 
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^(D'^^^m 7 8 m^ci^bfco ^\^hm ccr4cdr ^tttrcf^j^t hm^ 
2. ^ CCR4CDR m^^it(^Wimnm^^\^^f^^^^^M. 

±mMMm I <D 2 m (3) i?#btLfcfeT: ccr4cdr ^WiTii^^M^^^—^^ 

V ^-C^ CCR4CDR #«^#:<Z)Wji|^|fflJia-e©^m?r j^T<^il{^ UT^To fCo 
(1) ^ 5/ b 5^n— vm**YB2/0« (ATCC CRL1581) 

CDR #teirL#:^m-:^9^^ v^ummm Aatu t? 
^i'ft; \.xW:B^^t bfc^. 10 g ^ 4xio« ^paiao yiyh^^^ —^mmm yb2/o 

?W)3S (ATCC CRL1581) --.rn i/^?' h n /K l^^i^ a i^fe (Cytotechnology, 3, 133 
(1990)) (;iJ:«9#A#. 40ml © H-SFM (GIBCQ-BRL ttS) (4^fl^iMjfiL^t 
(FBS) ^ 5%tt) t;iWU 96 ^7a./W^^n^'<>5'--7"V/- h ({i^-<- 

^^4h^±m) 2oojui/'^^/i-"r<^^^^i-^-o 5%co2-r>'=3f-^-<-^-i^-t? 

37°C-^^ i~3 g^i#^bfc^s G418 (•^:^ ^ img/ml (z:?fe5<J; 

5 l^milP UT 1~2 G418 ii|-tt(7)^^®^m*^^#f-o 

G418 m^^^'r'mMmW^<D=^^^—^K ^-^yjV:x.-^Y\^fi:-^f^^:^fV^ '0 
i^^-h^t^HUDlL. ±m^(^^ CCR4 t CDR ^m.^^<Di7im^'^^'\^^^ 

mm 2 (Dim. (2) i-^-t- elisa j: sos bfdo 

ov^Tfi. dhfrm^'f-mm^^nm\.xm^mmA^im^^^nm-^\ g418 

St Img/ml. dhfr ^M^^mm<D-J\i Kn^mil7n^m«^|5i.«0-Cfc§ P< V M-- 
=ar-fe— b (SXT. MTX ^*|E-r6 : Sigma th^) ^ 50nM ^tf H-SFM 1~ 
2xl0^m/mUc:7:e;2,#^-^^^l-^ 24 ^rn/V-7"W— h (Greiner1:«) }cl 1ml "f 
oi^i^bfco 5%C02'l'>'^^^^i5'— rt-t: 37°C-T? 1~2 MrHli^^bT. 50nM 
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mm 2 (Dim (2) K^-rELisAmi^^^wmi^t^o ipm±.m^imccR4\^h 

i^(D:)jm^^y) . MTXltS^ lOOnM. 200nM ^)l|S^±#$■ti:^ ^J^fi^icl G418 
Img/ral. MTX^ 200nMO}tit-e^tf H-SFMi:^±«iimtB5?'>0. ^ CCR4 t 
CDR 3^;|fi^f2|s:^i«^m-r S?i^®fem*^^#^^o # b tbfcff^«$^m»t-oV ^-c 
|5SI^#3^^l-J:^m-»'fti (^t^-Wt^) *^TV^, m CCR4 t CDR ^W- 

H?:^ 1 T g 1 #*t& 1 "t-^^ 6) J^. i5^-pKANTEX2160GallLV3 ^ftiS 

^^^AL.T#fci^#:^S^PlJiS"efe6 KM8760 PERM BP-8130 h Ur. "^fc^m 
-<:i^ ^-pKANTEX2160Gal2LV3 ?r^^^^ A #fcitn:#:^m*fflfl^-e ^ 
KM8759 {^FERM BP-8129 ^ U-C■^tt^^mSI^*fe^tbTV^:5o 

(2) fetCCR4CDR^MS)t#:(Di§«Ji^*J?'^b'^«M 

G418 Wi^^^-f-ff^Ktem^^S^mmb. :=i-^-y jV:x.ly Y\Z.fii^1t.n^-^ 
Daigo's GF21 (fP^|i&»^) ^ 5%(D?l^-C^tP H-SFM SOO-llOOml H- 
SFM ^ b 3~5 0 f^'^m Ufc^ =< >- ^ b fSi o fc0#.'^>-e 

^#_h^t%lHlIIXLfc„ J0«_h?f^ 300~1100ml j; «9 Prosep-A (^y4<T%h^) 
;^;^i^^ffiV^T. ^#<^TO«l-^^V\ iii CCR4CDR ^«*rLf2|s:?r*t3^b. *t$^a 

3. *tM^CCR4CDR#^^#:(^??&ttfPffi 

GalOLVO. GalOLVl. GalOLV3 . GallLVl . GallLV3 . Gal2LVl . Gal2LV3 . 
Gal3LVl *5j;t/ Gal3LV3 (Om^-^^^-^ YB2/0 --^AUT#b:Jxf^fei#:ifeS 
lfflJ5^S 515(^^1: CCR4CDR ^tefetf* (^T> -^TtL-etL^t- GalOLVO. GalOLVU 
GalOLV3. GallLVl. GallLV3. Gal2LVl. Gal2LV3. Gal3LVl *5 J;tJ« Gal3LV3 
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(1) ^ccMcm^m^i^f^^ h ccR4:\z.M-r:6^^^m<Dm\m. iEuskm) 
mmm 2 i (2) \^mm<DifmtmmKn-^fco ^(di^^^m 9 lai-^ 

Lfc. t^<D^ CCR4CDR ^Wfeif^ti t hm^^y^fii^ KM2760 i {Sl^|RimiS<^^ 

(2) ^ CCR4CDR ^m^i^(^ t h CCR4 ift^m^Jia ^ OKf&'I* (^^^frfe) 

3 CCR4 mmMm-^'^^ CCR4/EL-4 mm^ 2x10' m&±. 

96 r>a./V^l/-M;i^?^bfCo #«i^^^=Sr FACS (1%BSA-PBS. 
0.02%EDTA. 0.05%NaN3) {31X10 g/mUC, $ t^l^^Mfi^^cC^^^P^Cfc:* 
iCt:b-riN/^n:/y^ (t>:i.7V:7T-l' ^ 3.75mg/ral {;i-?:tb^^tL#3^ 

mt\^Xn. 10 IX g/ml(Dm^ h IL-B ^mPfa.m.^i^ (W097/10354) ^fflV^fCo 
FACS 200 ju l/^=^/VX- 2 lU^ifi-^. PE ^^^t h IgG — 

/l^^?'— ^ 100 >^#5^bfc^>(D& 50jul/'^^7V*P;^f:io 3S^b7jc4'-t? 30 
FACS 200 ul/^y ^^^X 3 RJ^^m^ BOO p. 1 

FACS ffi^WtilWb-C. :7P-i^-r b^-^--C^3fc5SS^«bfCo 
i^^^f^ 10 mi^^l^f^o CCR4CDR ^Uin^i^h t hM=^7« KM2760 

(3) ^CCMCm^m.ifiW^(D\l h CCMKM-r^"^^ll^^(DB\M (BIAcore?*) 

BIAcore2000 (BIACORE 1±3^) ^fflV^T^^T(^ J: 5 «JSbfCo t^:5^0# 
|l^:S:m|iJ^4'(^M«?^^ UTf* HBS-EP (BIACORE li^) bfCo ^"f-fei/ 

^j-_^5,:7» SA (BiACORE 1±M) fii ^^^^^^ti bfc CCR4 K-^^fc^-fk; 

1 0. 05 At g/ml (O^IS 5 /z 1 % 5 l/^<Dm^X^M b. -fe ^ 5^ :^ 

iziia^^bbfco 



60 



wo 03/018635 



PCT/JP02/08828 



(D 4Aig/ml <D^(D 20^1 ^ 5 m ?^^IPl^T#> 4 

t3fc»9^?ltKJ^&^^=-<5^— lOmM o HCi 5m1 ^ 2 IiI^;(]qU-c-fe:/i^ 

-^o^m?:^ 11 Ki^i^brco mm-^. i-y-t-v;^ (*bA) (ru) 

^:/i^-^5/:/ji(D«»^'fk^it*i-^o '^J;t}5. loooRU (^M^gt^ 

m Ing/ram^cDKimbi-tM^i-^o KM2760 {b^^^ 1 UT HtfHl^^^^?:? 

CCR4CDR #«feT:#:{*. t bM=3e7« KM2760 tm^mUM'^mm^ 

}t>^^l^f^y^K CCR4 1 ^(D'^^Rm\^^\^^Xm=^(D 

mmS.T^^U^^tlf^o CDR (D^^^WUfc^ CCR4CDR ^mUPf GalOLVO 

fCo mJi(^^*{*^ -^i^^^^ft: KM2160 (D CDR ^M^J^et FR {cl^^fi-f 

CCR4CDR l^mSTii^^ffM^m'^^^^^t^ ^f* V ^J^(DH^^7C«5t^ 

^m^'i^^Bm^Mmt^ FR oT5:/maS^P^bs ^t^^^ cdr tt-hi^ 

^m-r^ ^tX\ l^-^^S'l^^D^ftV CCR4CDR #:fit^^^^t^"e S Cl ^ ^ 

^ bfc ^> 6o :2^^JfeF!J-t?'f^M l-^c:*n: CCR4CDR ^^ijCf^ls^^ CCR4 i^Mir^ 

4. ^CCR4CDR#fiSfei:l*:(^ i/7 KitrolfflJ3^Pt^?S'l4 (ADCC f§tt) 

_h|B^W!l 2 2 :^ (2) -e#f5tbfc*t^tn: CCR4CDR ^W^{*:<^ Ki^ro IffllS 

i^^S'i4^M-r^:^-i^> ^^T^-^t-;^fe^-^^§v^, ADcc^stt^io^bfco 
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(1) m^mmm^(DmM 

3 h CCR4 -M^mMm CCR4/EL-4 ^ 0. 5mg/ml (D G418 ^ 

-^tp 10%CO FCS ^^t^ RPMI1640 mm (GIBCO tt^) Tt§*L.> 1 X 10« ^fflflS 
/0.5ml ^;:c6i^«Mb. ^MtiW-efe^^c^-^m^MJ -^-^ (Na/^CrO^) 
(0— 'fli^m^'B^i:^) ^ 1.85MBq m*.Mx.X 27°CX^ 1. 5 NF^mJ^^$-^> ^SS^ 

/Co ^'i>^^t#. 10%OFCS ^-^tf RPMI1640 *§±t&^ 5ml ;{}PX.. 2 X 10^ ^ffllS/ml 

(2) :y^^=c^ ^—mm^m(DmM 

-^/<v ^^-^h]) t^j^^Mm mmmM^^±M) ^ 200 (200^1) A^fci^ 
Mit^ffivM:. mnx^ hmnsk eomi ^^^ufco 
mm(.i^Mmm^±m) KX2mK^^\^> i20mi ismi (ft 

h%h^) 12 :*:tcy >^^^l^^y^ (NYCOMED ^±m) «r 5ml T 
-^(DJi^^b^f^bfcT^^^ifiL^ 10ml -foMJib. 800Xg. 20 ^Pfl. 

-e^^L>^ilufco skmmtv:y^:^>^^^y^m<Dm^:h^ PBMC ®^^^T(Z) 

^'L>WJ: 9*^^bT 1%<D FCS ^^tf RPMI1640 J^Jt (OT 1%FCS-RPMI tm 

■t){^mmv. 4ooxg. 5 ^^m. rex 2 mm^t^m^i^x 5xio««/mi (D^m 

(3) ADCC 

96 ^::^/PU^my°^—h (Falcon |±S) (Z)^ c=:/Vi;iJb|E (l) -^^^bfc 

immmmm(D soni (ixio^^fflis/!^?:^./!.) ^^iik\.t^o t^^^x (2) xmm 

\^ti:r.^^l^ ^—m^MW^ 100 Ml (5x10' »/ 1^7 0. /K ^■^o.i^^^^J^HIg 
^t^6^»Oi:b{* 50:1 ^^tJPUfdo CCR4CDR ^1lt^#:^ 
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^mnrmm o. wmi-o. i/xg/mi tf^^mi^^^. ^t'cx- a mm^f^^^^t^o 

^ ct *i?)fco ADCC ?S'l4{:iT^J^ J; J^fefco 

ATirr vffi-W = " ^ 

^(D^^^H 12 Illicit bfCc ^ 12 CCR4CDR #teJrL^{* 

5. t b PBMC b;t;-f ^m^rp$iJSi)* 

feT:CCR4CDR#W^#:-Cfe5 GallLV3. ^^rtf^-efeS KM2760 ^;loV^■r. 1^ 

2. 4 (2) ^ IH^J^bT PBMC 96 <^7rc/V U hiZ. 

1 X io« Iffll^/ ^ a^/ux^mi^. $ b (^UMini^^ai^^tit 1 IX g/ml ^ Jfe § J: 5 
l^^^PUT. 200Ail/'>rn/Vi: bfc. 37°C. 5%C02 ^^T. 24 B#^*i# 

m-r^ ^tx ADCC ?&'i4^fi^u/co mm^. loo/x i -r^t? 9 

lOOng/ml (D PMA (/Jn/V/J^WV • 5 P ;^-7^— b • T-^T— h) t 2/ig/ml <D4 :^ 
J^4^y-^ (SIGMA \±.m -^-^hftm^ 100 Ail ^^JPx.. PMA 
50ng/ml. -r^y-^'l'i^>':65 l/xg/ml ^ MSr^lM bTf--!' h:^^:/^!^ 

VioA^-ym'&^v\^ (-T IL-4. IL-13. — -7 3.13 
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5 iz., ^ CCR4CDR ^mm^<D GallLVS trL#:^^)Pl¥-ej:i. 7trL#:<^ KM2760 

^IWI^ici, ^5^}^ Th2 f--r ^:5^;-r:/t?fe6 iL-4, lL-13 (DM^^^Ml^. Thi 

U±(Dmm-^. ^fel CCR4CDR W'U^i^7!)m^^< t b(50:3^:7^i^i5'-|paJ3SS: 
?S'|4'fbbX CCR4 ^^mbfd Th2 *HJ5a%^il^^>b< ^CDi^m Th2 

(1) fc 

t hM^AJ; ^P^mUfcifiLl^tC 3. 2%i^:3i^^^ b y ^7i^^ 1/10 
X<m^Vr^o 5ml To 15ml (i5^^^ l-^^^U, 

90 Xg. 10 i^m. ^M-e^'i>^8l^ffofCo ±m^UMV. 1950 Xg, 10 

^ra. ^?y.-e3s^L^5>it^^Tofc. ±if^^*L. -<wvy FAcs ^is^t^i 

nm FACS ^^«?^i^TM^u. nnij^iie'L^^f^^^Tofc^. FACS mmmm^ 

X^-\yiy b)i^<DjfiL/h;K^^ ixio^Wml (D^ftSJcfa^bfCo 

(2) sk/bm(Dm^ 

JbIB 6 3^ (l)-e#fcttfcJk/hM^?^ 100 A 1 2(D3 -e#fetbfc** 

CCR4 t CDR ^mijiPf^^tl^t^ Wfig/lOOfj. 1 {c:/^:^ J; 5 l-^^JP b> 

^ifi. BtBff-^^ 30 i^mRm^'^f^o itmMmt l-c^ ccr4 t bM=3f 7< ^^^-e 

&5 KM2760, Jtl CCR4 -^^7;^feTH$:-efc6 IGl (Pharmingen i±M) 

;^^Ill#l^"eJk/^W^^I^ lOOml tz:Si$:$-i3rfCo FACSffi^«^^2ml 

15ml :7'^-^m^jpb^##^ 840 xg, 5 ^m. 4x:x-m>b>^m^n 
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Pft KM2760 ^Ki^^^^f^-^ly^jVA^^^^-y^Ki-i.^ FACS ffii^«^^T' 

50 fti-^lRbfc PE ^m^fc f IgG ^W- (Coulter t±M) ^-^tt^'n 20nim 
;fJPL. BtBff-eSO^^SJ^S^-lirfCo IGl feT:f2|s::SrSJ^:$i±-fcf-i/y/l-A^^ 

^-:7'l^•OV^Tfi. ^ ^(C 50 f§#f5bfc PE ^^-x't^^ igQ (daKO ^fc 

M) ^h20iximM\^. •mm., BtBfft? so ^^mj^^ $ -^fc. 

FACS ffi^»|^^■^tL■^i^ 2ml ^;&OLTti#bfc#, 840Xg, 55>W. 
4°CT^.b5>ilL. gfel^LfCo Ji?ff?r|^*^, B^iSl^«(^^#^fTofc„ FACS 
mmmm-Q 500 ^l t^»Lfc#. :7n— f^-^ h^—^?^ -epics XL-MCL {^y 

^Vtcf)^, V^Tt^O^^: CCR4 t hm CDR #;|lt^rL^tiiit CCR4 t hm^?^^tfhi^ 

1 

■V r>;^^ CCR4 -^y :^/^t^:#:^^^-rS^^-r :^ y K— ^«(Df^M : 

J^TcO^|lH{CI^^§V^, CCR4 ^ ^-:^y^^f2js:, km2160 (Int. 

Immunol., 11, 81 (1999)) ^M^-^^^^-f ]J ^^^JiS^f^^bfCo 

(1) ^mcDmm 

t h CCR4 (&.-f. hCCR4 t*fBf S) ^ S^cDT 3; 7 ^@BM (MBM*-^ 48) 
^ Genetyx Mac ^fflV^T«?^ff lS7j<tt(DiftV^§|3^, N C ^^(Df^Ti^T!}^ 
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(2) :^mmcomm 

1 (D (1) (D hCCR4 fP^-^T'^ K{*> :^mm^^Mib^UmX-^T(D 

irf^iDib. KLH Sr PBS KMMl^X lOmg/ml JclSiSb. 1/10 25mg/inl MBS 

(■i':^v4^:^^^±) ^MTL-T. 30 ^^1^#KJ^:^-^fc. PBS X 

W^Wi.^^ft.^'y T V ^ ^ G-25 ^^i^?fe^'C)y/U'/5jii;^;9^"e:7];— <D mbs 

^I^V>T#b;h.fc KLH-MB 2. 5mg ^ 0. IM y l^m^ Y P T>i^x^5,:7T— (pH7. 0) 

\mu^f^^':^'f'Y img ^?B^b. 3 B#^. »#K^&$-^fco 
PBS -eswb^co 

(3) I!i#><7):fe5^^^#:^i^«<^iS^ 

##^J 1 (D (2) ■X?i®Mbfc^:7"^ K-KLH =1 l^^J^^— h lOO^i g -^TjV^:^ 
^ 2mg *5 j:t)^W 0 n^!7 ^ g^^- (=f ^mifeL?tW5^0f0) lxlO« « i t> 

5 a^ltti-^ (Balb/c) 2MP^#J;D lOO^g O^^-v?^^— h 

3 B^fcAW^i^tBUfCo mM:^mk 3 0 iO-^r^;;^ {9|^|jg^^|±>b, MEM 

(1200rpm. 5 btJi^f ^|^*#. 3ml (D h V :^-m^hr>'^=^^ M^mmW 

(pH7.65) -e 1—2 ^P^^Sb. f!5«^I^V^fCo Ml-, ymmMX 3 Il]?5feitb 

(4) '^^:^'wmMMm(Dmm: 

8-T1^'i^r^i/»14-^'>;^#Mttlfflia*P3X63Ag8U. 1 (ATCC CRL1597) (£AT> 
P3-U1 ^it*U b-CfflV^;^Co 
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(5) /N-r^-'y v—^mm(Di'^m 

i(D (3) $sxxj^ (4) x-'^^'htiti^mi&^t'WMmmm^ lo i\^f£^ 
m^^m^u ^'L-^m (i2oorpra. 5 ^m) vx±.m^^^^^. ttmvtmmm 

/l^-lOOO, 2ml (D MEM t^m^2:XI 0. 7ffll <D DMSO ■^^ht^^^W.) lO'^^cDlflffl 
jSSfcfc 9 0. 5ml Mx.. <t < mmi^tCo Mis:. 1—2 ^raSf^l mem l~2ml 
To^HlJqx.^ MEM iti^fe-e^*^ 50ml i b:rCo ^^i>5^it OOOrpm. 5 

100ml (DMTi^mKmmV. 96 -^^/W^^ n^jr^ 
h h^±m) \^ 100/il/t^7ai/V-r-O^i^UT 5%C02 

^^^a^-^-P^-e 10—14 Br^li^^bfco M-a-^c^ii^^o^^e^tL 

fc'>^./^(^:ov^T. hcCR4 K 2) iz.M-t^"^^ 

M"t4^ ELISA (Antibodies: A Laboratory Manual, Cold Spring Harbor 
Laboratory, Chapter 14 (1988) ^ Monoclonal Antibodies: Principles and 
Practice, Academic Press Limited (1996)^) ^M^l^f^o M"l4<^^^^t) 

hti±^=r:Mz.-D\,^xn^ HT ^MKm^x i ^m^je^^ 

bT. -^^^UW^ KM2160 ^^fe^^6/^^:/y -^IffliBS KM2160 ^#5^c:o 

KM2160 hccR4 K Uh^m 2) i^W^mi^^Jt^Vfc^ 

2 

fet CCR4 9in.i^(^i^M 

1. m CCR4 -7 ^7 >«.*n:fr CO V =t ^ K-rS cDNA c^^il^ ilf ^ : 

(1) ^ CCR4 ^*rL#:^K^N^ y K^^^/^ffl/j^yO^ b (D mRNA (D^M 

1 (-tfi<c$tbfc/^-^':y^^y K—- ^» KM2160 J; ^9 mRNA ^HHUlbfCo 
mRNA (T^H^df-vy h-t:?^§ Fast Track mRNA Isolation Kit (Invitrogen ^±M) 
^ffiV^T. mH(D^mMm^Km^\ ^^-(^V K— ^lffll^KM2160(D8xl0^m 
J: <9 mRNA 48 Ai g MM U^to 
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(2) ^ CCR4 l> H ^XJ^Lm cDNA 7 P —(DW^ 

##^J 2 O 1 3S (1) -e^#Ufc: KM2160 mRNA (D hug t^h. cDNA 
Synthesis Kit (Amersham Pharmacia Biotech |±M) ^fflV^T^ i^#(^f^ffil5& 
?^*{C#V\ [^j^{c: EcoRI-NotI T^^:fi^ — ^^-r^ cDNA ^-g-^UfCo f^^b 
cDNA ^ 20/zl (^M®7Kr^jll?m. T;^n— >^y/vm^^l&(^T3>Hb. IgG 
m^i^(D H 0}e:>^j;£:-t-6*^i i. 5kb (D cDNA iifit ^kS^c^ l ^(c^i^:-r^j^ i. o kb 

<D cDNA m}i^ QIAquick Gel Extraction Kit (QIAGEN ^±M) ^ffiV^T^tL^^ 
tl/ IeI ItX b o iJfe X XZAPII Predigested EcoRI/CIAP-Treated Vector Kit 
(Stratagene ^M) ^fflV^T, 1. 5kb (D cDNA ilf>^ 0.1 Mg *3j;rj?j^ 

l.Okb <D cDNA IHfJt 0.1m g i^ 0J(5S^^ EcoRI ^^^fb^^ Calf Intestine 

Alkaline Phosphatase -V^tl^^BtV >Mit\^fz.XZA?II ^^^ — l/ig 

(^^£ffltJJ.PJ*(ct^fev^, SS^UiTco 5*I§#(7:)#^(DKJ^;?^(^ 5 2.5^1 ^ 
Gigapacklll Gold Packaging Extract (Stratagene ^iM) ^fflV^T^ ^f>fcc>^ 

mm.mmKm\^\ xyr—i^i^^^^y^—i^i^^i.f^^^. m^m^^mm^ xli- 

Blue (Biotechniques, 5, 376 (1987)) (C^^^i^T. KM2160 CO H II cDNA 9 
-f y — ^ UT 9. 3x10' L ^ cDNA ^-{^^^ V —t VX 7. 4xlO'-f@CD:7 r 

-j-^ uiy^ly^l^^y-y^ Hybond-N+ (Amersham Pharmacia Biotech 

(3) in: CCR4 >7 ^7 ;;?.ii=L#:(D H XXJ^Lm cDNA (D ^ n — ^ V 

2 O 1 3S (2) -^f^j^bfc KM2160 <D U 0. cDNA ^-T U — L 
II cDNA ^-f^'y — (7)-:P^ cr^-T^ >':7"^'>':7^/k^ — ECL Direct Nucleic 
Acid Labelling and Detection System (Amersham Pharmacia Biotech ^±$^) 

CylcDNA (D BamHI-EcoRI W?}f (EMBO J., 3, 2047 (1984)), L ^(*-^^7x^ 
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CkcDNA (O Hpal-EcoRI jff Jt (Cell, 22, 197 (1980)) :7^,J; UT^ttl 

frx--zr\zM<'^^\.tz.-yT-^J'^'^-l^-^Yim.. lO n-v:K#bfCo 

^ZAPII Cloning Kit (Stratagene %t:M) (O^ffi^0J#{ct^V>, in vivo 
excision fefe: J; D^^T^v^i?' n — ::/^:?'^;?^ 5: Ki^^^Lfd, Z.o\^X"i%h 
fL/c^:7'"7;^ ^ Kfil-^^ttS cDNA COi^SSaMtr. BigDye Terminator Cycle 
Sequencing FS Ready Reaction Kit (PE Biosystems ^t^) ^ffiV^T^ |ll%fc(^ 
DNA ^y-^ly^^l PRISM 377 (cl J: 19 ^?*ff UfCo ^Oil^^, cDNA O 5' 5^^(31 M 

^^=1 K^-^^i^^tL^ ATG mu^-m£-t^'^'^^(Dmmmfsi h i« cdna ^^h^ 

-^7^^% K PKM2160H4 *3 j; L 1^ cDNA ^^t^-^y 3: K pKM2160L6 %#fCo 

(4) ^ CCR4 5^ V m^^cDT ^ J MB^lJ(D^f ^If 
IT"^;^ ^ K PKM2160H4 {c:^^n-rv>fc H 1^ V fJ:^(Z)^i^^ga?IJ^iB^lJ#-^ 61 

-^tt^i^fejt^^tifc H V ^m(D±.T % jwmn^wm^ 62 jc, :7"^ 

5: K PKM2160L6 (C-^^tbTV^fc L ^ V liitO^ifeSgBM^Sa^J*-^ 63 \Z., 

-To fE^O^li^>^^#:(DiH^lI-7^'— i?r (Sequences of Prot eins of 
Immunological Interest, US Dept. Health and Human Services (1991)) h. 
<Z)i;bife*3 J; Xmm: X.fzM CCR4 KM2160 (O H J; tJ? L N 5|?^T 

^ymia^iJ^:7"n^^:/^>-^^i?— (^^*Mf^M±M : PPSQ-10) Sr^v^T 

^f^ff bfc^:^^(^J;b^:d^e5, :^ilbfc#>ir (D cDNA \i.^:^%^-yif^7V^J\\^^t^ 
^ CCR4 ^ l>;^fet#: KM2160 Ki-§^^S cDNA 1?^ ^) , H ^^^OV^T^*ia 

15 b fcT 5 y^ia^ijcD 1 19 l ^^^ov^Tf*@a^(I#-^ 

25 f-^bfcT^ y^ia^co 1 t^h 19 #@;d5^^iXi/-:h7i'gaM-e&§::^;a5gg 

*rLCCR4 ■^t>;^^#:KM2160 (Z) H 11*3 L ^(D V M^^cDT ^ / ^la^lj 
C»ff^'l4{c:-oV^T;^ff=j■bfCo ia^lJ^fri/^T^A^ LT GCG Package (version 
9.1. Genetics Computer Group |±^) MV^, UE#®^e®(Dr ^ ^ ^Sa^ljy"' 
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BLASTP (Nucleic Acids Res., 25, 3389 (1997)) l;ij;'9^^ 

x^ftLo ^(Di^Wt. nm. h mti:>K^-^\<i~^'tmm\\tm^hf\.^. m ccr4 

-^^y^^W- KM2160 (D H ^ V ^;^*5 j;!)? L ^ V mmtmm.fJ^r 5 7 «^lJT*fc 
^ fc. ^TL CCR4 KM2160 CO H 11 V j; tJ? L ^ V CDR 

wc.^<D^w-(Dr^ymunt)^\M-r^:itK^y)m^\.fc. ^ ccr4 -^'?;^jrL 

^ KM2160 (D H V mWL(0 CDRl. CDR2 *5 j;t^ CDR3 (DT ^ /^SB^lJ^iB^J* 
■^1. 2:}3J;D?3(^, L^(^ VM*^<^ CDRl, CDR2 *d J;tJ? CDR3 <DT 5: / ^SE^lJ^ 
ia»-^ 5, 6 *5 J; 7 {c:^tT.-€tb^ bfco 

2. Jn:CCR4 ^^#:(D^!J#IlB^|g^fflV^fc^^^m 

(1) ^ CCR4 drp« i5^— PKANTEX2160 <Z)«|| 

W097/10354 l^fStfe^t b IgGl. KM»^ft:^ISm"e# § t h'fb^f^^iaffi^ 
^ ^ — PKANTEX93 t #%'^J 2 O 1 (3) tl.fc:7'^ ^ K pKM2160H4 ^ ^ 

tJ«pKM2160L6 ^fflV^-rfcT:CCR4 ^5^— pKANTEX2160 ^iBAT^)^ 

M2160 (D H 1^ V -^J^ cDNA ^ PGR J; o T#§ fci6tc:ia^lj#-^ 65 ^ 66 \^ 

TT^x.f^m.m&m^^'t^^^ dna l ^ v mm cdna ^t#5fci6ieiiaM#-^ 

67 ^ 68 \Z.^\^fcm^mn^M-r^^J^mk Sr^tFLfCo •^rtl.^^tLO-^^ DNA 
5' tI^^Jc: PKANTEX93 -^i^ T3— rri^^i^^-T ^fcJe)CD^IJ|5S^^m!iiB^lJtf'^Ayt?:j3 
V) . DNA (D^^fiv^^^-ir^y hi±(C#febfCo 2 <Z) 1 (3) -e#?)ttfc 

5: K PKM2160H4 <D 20ng ^ 50/z 1 KOD DNA Polymerase ^# PGR Buffer 
#1 (MWWW^). 0.2mM dNTPs. 1 mM ^^^tS^^^^:^ A. O.BjuM (^@B^J# 
^ 11 ^ 12 \ZL^\^fz.m&WM^^ir^^^ DNA ^^t?^^IS{-^AP DNA i^ 
— N^/V-i^-r GeneAmp PGR System 9600 (PERKIN ELMER t±^) ^ffiV^T. 

94°CS3:T 3 ^^mmtX^tM. 2.5 ^ficO KOD DNA Polymerase iMW1^m.^±M:) 
94'C(^:T 30 mX>\^x 30 fPf^, 74'CtCX 1 ^^^coi^-r 
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25 f--f iJ7/PfTofCo mUK. 2 (D 1 (3) -e# b ttfc ;^ ^ K 

PKM2160L6 <D 20ng ^ 50 m 1 KOD DNA Polymerase ^# PGR Buffer #1 
l&^|±^). 0.2mM dNTPs. ImM i^jtl-^i/^ v-^^ A, 0. 5 /z M (DiB^lJ#-^ 67 t 68 

(c^bfc±:^»^ij^^i-5^^ DNA ^^t^mmmK&ui^. ±m(Dijmx- pgr 

MJ^:Sr^T^ceofCo ^SJ^^I^ 10 /il ^T;ifn— >^<5rVv«^^ll]bfcft. QIAquick 
Gel Extraction Kit (QIAGEN %tM) ^fflV^-C. ^ 0. 46 kb (D H ^ V MM PGR 0 
i^, ^0.43 kb cDL^V^*^PCRS«^^-=etb-€;rb|l]lt5lUfCo 

f^fcfs:, :7°^;^$ K pBluescript SK(-) (Stratagene |±M) ^^UPS^?^ Smal 
(^M3ttt^) ■T?M'(bb-C#b;Jxfc DNAO. l/ig _tia-t?#bti.fc^n-etL(D 
PGR mSi^m 0. l^g ^^^®7Kl-APx.r 7.5jul ^ TAKARA DNA Ligation Kit 
Ver.2 (D solution I (Sffiatth^) 7.5/^1. flJPI#* SmaIO.3^1 ^M^X 

22°cx—mRm^'^f^o ^(Dmi^vxmhtifcm.m^y"'^^^ k dna mm^m 

19 =^7^^;^ 3: K DNA BigDye Terminator Gycle Sequencing FS 

Ready Reaction Kit (PE Biosystems th^) ^ffl V^T ^#Of£PJ»f^tJeo 

Pl±0 DNA Zy-'^ly-^ ABI PRISM 377 K ^ ^ MW^M'^W^ \^f'o ^ 9 
UT@6^(D:^SiEM^^-t--5^ 15 |ll(C^bfc7°^;^ 5: K pKM2160VH41 *5j;-a« 
PKM2160VL61 ?r#/Co 

^{clt b'fb^#:^^ffi-<i5^i5'— PKANTEX93 i Ji|B-T?#6>ttfc pKM2160VH41 (D 
Ziig ^^fh^fh 30 A/ 1 (D lOmM hP^^-m (pH7. 5). lOmM i^-ff^^r^^^iy^A 
^^XI ImM DTT ;d^6j^ce§^^r^^ic:*Px.. 10 mtL(DmmmM Apal 

^fcM) ^^iPx.-c 37°c-e 1 B#^Hi^;$-frfco ^KiJ&IS^^iJ'y— /v^tMU 10a 

1 (Z) 50mM h y (pH 7. 5) , lOOmM ^{b^ h y 1^7 A, lOmM ig-fb-^ 

i., ImM DTT. lOOMg/ral BSA :|oj;i^ 0.01% h^-T h^- X-lOO id^bJ^e^MW?^ 

t3:jn;t. 11: 10 ^^^(Dmwmmmj- (MMm±m) ^mx.x zrcx i mmu. 

j^;$-^fCo ^HJ^;^l^^r:^ft2— yiLy/vm^^»ii-Ti^®b. pkantex93 <Dm 

12. 75 kb. PKM2160VH41 (D^ 0. 44kb Apal-NotI iff>t^•?::^^•€tbIlII|XUfCo # 
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h^fc 2 ®^Oif>ttr TAKARA DNA Ligation Kit Ver. 2 ^ffi V^-C■^#Oi^,PJ# 

#7^9;^^ K DNA ^mmi^xm^wM^^^^^'ommi^. n^(Dm o.44kb (d 

toi-Noti ifJt;Jis#A^tbfc|| 16 mci^bfc:/^;^ ^ K pI^antex216oh ^#fc. 

m^±MX^hnfti PKANTEX2160H t pKM2160VL61 (DZfxg^ 50mM h V 
m (pH7. 5). lOOmM hV ^J>^. lOmM *t>fk;-^ i?'^ v"^ > ImM DTT ^3 j:tJ« 

100/zg/mi BSA ;6^bfi6iiMf-*Px.^»^ 30 Ail ^ 10 m±(ommm^ 

BsiWI (New England Biolabs |±M) ^*B;t-C SS^CC 1 mmR)t>^^f^'^. M 
MJPS^*EcoRI (SSat^fc^) ^An;^T 37r-T? 1 ^r^Ki^?^i^:f^o ^RJtM 
^T^^—:^^/\^nn.^W}i^X^mV. pKANTEX2160H (Dm 13.20kb. 
pKM2160VL61 (D^ 0. 41kb (D EcoRI-BsiWI ifit ^-^tT^-?:'tL|lIJ]3l L-fCo #fe)ttfc 2 
®^c^if>H'^ TAKARA DNA Ligation Kit Ver. 2 ^m\^^XWM(DM^M^\^^)toX 

# ^ 5: K DNA V >T^J»® DH5a^ 

?±M) Sf?f^KtemU/Co ^mmm^<D^x2--iyXV)^-^^:^^ K DNA ^iS^U 
-C$IJ|5I^*^a(^ ct ItM g m(Dm O. 41 kb EcoRI-BsiWI if>lt;i5^f a$ 

tbfcH 17 Ht^^ufc:/^^ ^ K PKANTEX2160 ^#/co f^:/^;^ ^ K(-M bT. 

BigDye Terminator Cycle Sequencing FS Ready Reaction Kit (PE 
Biosystems |±^) ^fflV^T^#om0J♦^-^^^o-CKl^?^^ m±(7) DNA v^-^Jr^- 
f- ABI PRISM 377 iZ. X 'O^&mm^m^l^f^l^^^ ^'^^ KM2160H m^^i^-X^ L 
0 V cDNA n w- - ^ tLfc:7°^ :^ 5; K^s# b tbfc r t UfCo 

(2) ^ CCR4 =35- p« 7fe^:#:^^i^|i^«^fflV^fc^fe^m 

2 (D 2 m (1) -T?#?3tT.fcfei CCR4 =3?- 7< ^ ^ 
PKANTEX2160 ^m^^^XifiCCRA ^^f;$:(D»]%m'T?0^m^i^AT<^#i- 



72 



wo 03/018635 



PCT/JP02/08828 



K PKANTEX2160 ^flJPS^* Aatll {MWiMmtM) -Cmitl^XWM 
jft'fbUfc^. lO^g 4x10^ mR^<Dv^y h^^n— r^B^a* YB2/0 mm (ATCC 
CRU662) ^J^V^ h HTifV— i/g :Xife (Cytotechnology, 3, 133 (1990)) 
X^mA^. 40ml<DH-SFM (GIBCO-BRL %h3^) (FCS ^ 5%^J0) i^MWll^. 

/V-fo^^l^bfCo 5%C02 ^ i^^^-<— iJ' — rtt? 37°C. 24 B#^Jg«Ufci#. 
G418 % Img/ml (Cf^ S'UlC^JP UT 1~2 ^Sr^it^UlTCo G418 Wm^^-T^M 

HJIL-. ±?f '^'(D^ CCR4 ^J?L#:(7)^JKr^'^M4^#%M 2 cD 2 (3) 

ov^-c^^. dhfr m^^mm^^mmi.xm^mnM^i^M^^^nm-v\ g418 

^ Img/ml. dhfr jt-IS-^m^^O Kn^^3S5n^*(D|5i.^^iJ-X?fcS^ y 
dr-fe— h (^T. MTX tmn&-i-^ : Sigma ^±M) ^ 50nM -^tf H-SFM mMiC 1~ 
2xlO^|ffllS/inl 24 t7:T,/V^U— h (Greiner 1±M) Iml "f 

0^?ib7h„ 5%C02 ^ >'^ci.^— ^5^ — f^T? 37°C-X: 1—2 Mr^*&*bT. 50nM 

MTX mm^^-tMMmMm^mm \^r^o mw^mm:^^ =^mc =11^:7 /u^>-h 

\z.ti:<^fcmMxm^±^'¥(^^ CCR4 drp? 2 2 

m (3) {^^-rELISA^}Cj;«9?|iJ^UfCo t§*_h?t'^'l-^CCR4 

MTX ift^^ lOOnM. 200nM i: jlW^ Ji# $ . G418 ^ Img/ml. MTX 

200nM (Om^X^n H-SFM i#Jfe-eii5a"5Itg;0^o, Jii CCR4 ^l^i^^l^^m- 

S^— — Wb) SrfTV\ irC CCR4 =3f-7^ ^^#:(^^^S<Z):^'bi*V^ff0 
Kte^^BJia:i7 pt — KM2760 bfCo KM2760 Ofei: CCR4 y^W<Dm^ 

mtm 5 M g/10«M/24 R#ra-efeofCo ^fc. KM2760 0*n:^ H ^ C ^^J^fc b 
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IgGl i^-7'i^7;^-efc^o t^^. KM2760 {^^^ 12^2 n 24 0 #T\ M^MM 

m^m (0*H^i^Jft<3< }tmM i rg i # 3 -g- cm 

-fiBlf : n:^mnmm^<ltrfiM 1 T@ 1 « 1 '=1=':^^ e)) K FERM BP-7054 ^ 
b -CIS ^ ^ T V > 6 o 

3 

hCCR4 ^ft^?i.r^ffllS(D|SS:: 

(1) mmm^mmu^i^ ^—cAG-pcmAz (Dmm 

m^M^^^^-^^^—poWAZ (INVITROGEN ^fc) (D':fu^—i^—mi^^^^ 
YT^^^Viry ^ (CMV) t^h CAG (AG (^T^V^T-T K 'f'^y' ^ ^^y) 

^^^^^^ ^^X CMV-IE ^>'/^>'^^-) (^^;gbfc^?i.-<^^— (CAG- 
PCDNA3) ^SrjtMb^ CCR4 A^^^ia^aZ^tf- ^^ISm-<^ J: 5 

5/zg<Z)pcDNA3^§iJPI^mNruI (^ffi^^tt^) "C* ST^C. 1 ^F^SiS$-1i:fc#. 
/WM(-J;I9 DNA iff>t^lH]ll3lUf'o ^t-$iJPS^* Hindlll 
U) X- 37°C. 1 H#r^SJ^^$-^^ T;5/'n-X<JfVl-«^*«]i--C^®=^. CMV 
^_^_-gg^;g,^^/^V^J^ 5. 8kb (Z) DNA ifJt^lHllUlbfCc 3/^ g CAG 

(Nuc. Acid. Res., 23, 3816 (1995)) mm^^-T^^^^^ K CAG- 
pBluescript II KS (+) ^ Sail (SSmM) 37°C. 1 mmRJ^^'i^. 
—/l^mm^^'O DNA if>Hr^[HlItXbfCo DNA Blunting Kit (Sffi^ttfc^) (-Xq^ 
m^^'fbb. $e>le:Hiridlll -t? 37X:. 1 ^^H^SbTT;^'n-;^y/v«:^i^»i 
KX^mL-. CAG ^ct^— i?'— IM^^-^tf^ 1. 8 kb (D DNA 8(f>T-^lHlI|XL.fCo 
tb^^tbHIltX bfc DNA ilf>tSr DNA Ligation Kit (^m^^^±W ^ffiV^T 
ligation #b;^fc|amx.-7°^X5: K DNA ^ffiV^T^Bi0 DH5(X*^?1^«^ 
^U. :/^X^ KCAG-pcDNA3 ^#fCo 
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(2) hCCR4^m^i^i5'— CD«^ 

3 (n> (1) -e#fetbfc CAG-pcDNAS h hCCR4 DNA (Dt^ih-^Wk. pcDNAS 
(CCR4/pcDNA3) ^ ^fflV^T]^;T(^ i 5 hCCR4 ^m-^i^^ ^-^«^l-^-o CAG- 
pcDNAS, CCR4/pcDNA3 Hindlll 37°C. 1 BtrslK^S^ ^^/-/V-^^ 
(Cj;?) DNA ilfM-^HUlXbfCo ^IciBglll (S?S3g%h^) 37°C. 1 0#rH1SJ^^^^ 
^^^^y^/f,^^^^^]^^X^n\.. CAG :/n-=E— i5'-|S:^^'^tP^ 
2. Okb (O DNA if>H- ^ hCCR4 W^'^^'^^^ts^ 5. 5kb CO DNA if^T-^HHtJl L-fCo 

OT. W DNA i)f>t^#%^y 3 (D (1) ill]«c^;^?i^ffiv^x. K CAG- 

CCR4/pcDNA3 ^#fcio 

(3) mWmU\-C^V^'^ hCCR4 (D^^ 

KO^A«. 2 2 IR (2) h 

p ^ g i/^^jC-C=fTofCo EL-4 (ATCC TIB-39) ^ PBS (-) (GIBCO 

BRL %±m lxl0^i@/500Ml l-MPl-s 3 <^ (2) Titfctvfc CAG- 

CCR4/pcDNA3§r 10jugAP^T^K4'-ei0^^^t^gUyt^. ^ffl=3^^-<5/ b (^-^-f 
^^2/Kl±M) (^A:^s 260V. 500/xFD -eat^K^^A^^f ofc. ^fei^lO^K 
TiCff l^TjktfUfc^. 10%FCS-RPMI 200ml M^U. 96 ^ :^;vmm%m 

200Azl/'^7rc/V^o^^^Ufc„ 24 NFWm{-i#*Ji?t^ lOO/zl/l^^ 
Img/ml O G418 ^^tf 10%FCS-RPMI 100 l/'i7^/V<5o:$> 

I^U. 0. 5rag/ml bfco 2 MrBm> ^c+ftcDi/^-^V^iJ^ n~:/Sr31iR 

(4) hCCR4 i^^mifflJ3a<^^^ 
#%{^!] 1 (D (5) -CitM^tufc^N-f K— -^^ffllS KM2160 i^S^m-f"^-^ "^^ 
KM2160 ^^V>T. m^trtm^-eiSf^ l-^-o il4Rbfcm+*<^itfS^^A 
J|fflJ3a# 2x10^ 96 ^=c;V U ^^-T^V-hlei^iiUfcio <^^(D;^?fe mmsJ^ 
m : ^l^i^MfU (1985)) X-\f^^^^W:m\^ti KM2160 ^ FACS (1% 
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BSA-PBS, 0.02%EDTA, 0. 05%NaN3, pH7. 4) 5Aig/ml i^. ^fc^^WM^t^^ 
"^^Vo^TM^. t h IgG {^=cjVyT^ Y^±m ^ 3.75mg/inl iZ.^fl^M 

nvtiWsi^mW^ 200 i/^=^/\yt VXMx.. ^K^-v 30 5>WKi^:$-*fc. I^tt 

M^tL^Xl-i^ tr^^^^^-^b^ IL-5R in:#: (W097/10354) ^fHft^T^ffiV^fCo It 

>- • ^y^:yyi^^±m) & 20Mi/!?^/^^JPx.fco S^b^KI^T 30 rJ^^KJ^; 
200Ml/!>::^/ve 3 Hl^^b^ 500 At 1 M^bT^ :7n-f-^ h 

hCCR4 CCR4/EL-4 t^t^o 

^mmi^J: t h CCR4 l^Wmm^l^^l^. CCR4 (^>^i-6ff*I^=e CDR 

Th2 iffljis^(^ CCR4 ^mm(Di^i^^m^m. r f \i°-^^mM^ 

ii^^t't^-i-^X(D Th2 in^dfet4:fe=g3^m^(Z) CCR4 MiS^.^^M^^^ Th2 « 

sa^ij#-^8-Ax®a^ij(DU&Bj : -a^^-^T'^ k 

mmm^ 12- Axia^ijof^pj : k 
@a?ij#-§- 13- Axia^cDife?^ : K 
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iH^lJ#^ 17-AXiH^iJ(D^0J : -a-^DNA 

mmm-^ 20- ArmmcDmm -^^dna 

iH?IJ#-^21-AXia^JO|5£?g : -^^DNA 

m^m-^22-Ax.Mm(Dmm .• ^^dna 

MmWr"^ 24- AXia^lJ(D|J&^ : DNA 

mmm-B- 26- AxMm<Dm.m -^^dna 
nmm-^ 27 -AJimm <Dmm ^^dna 
mmm-^28-Aiimm<Dmm : -^^dna 
mmm-^ 29-Axm^^i(Dwtm dna 
mmm-^3o-AT.mm(Dmm -^^dna 

iB?lJ#^31-AXia^lJ(7)f&0^ : -^^DNA 

Mm^^32-A:cum(Dmm ■. ^^kdna 

Sa^lJ#^33-AXSa^lJCDSJ£PJ : ^^DNA 

m^m-^M-A'XMm(Dmm -^^^dna 

@a^ij#-^ 38- AxiaM<Di&0^ : ^m.^^"^ K 
ia^ij»^39-AXBa^ij(DiJ&0j -g^^-^^r^K 
ia^iJ#-i-40-AXia?iJ(D|5J.B^ : '^^-<:7'^K 

ia^ij#-^4i-Axga^ij(^m0j : ^m^^^ f 

@a^lJ#^42-AXia^lJ©f^gg ; -^^DNA 
ia^lJ#^43-AXia^lJ<Dm§g : -^^DNA 
iaM#-§-44-AXia?(J(DsJfe5g : -^^DNA 
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Mmm-^ do-xum^wmm dna 

ia?ij»-§- 52-A'xm^i(Dmm dna 
Mmm-^53-AXMm<Dmm ^^dna 
mnm-B'54-Aiinm(Dmm -b^^dna 
mm^-^55-AxMm(Dmm ■. -^^dna 
nmm-B- 56- AJimm<Dmm -^^dna 

ia^lJ#^57-AXiE^lJ(Df&0^ : ^J^DNA 

nm^-^Bs-AnnmcDmm -^^dna 
nmm-^ 59- Aiimm<Dmm ^^dna 
m^m-^eo-Axm^wmm -^^dna 

ia^lJ#-§-65-AXiBJlJ(DfJ,PJ : -^J^DNA 

nmm^ m- A'XMmi(Dmm ■. ^^dna 
m^m^Q7-A'XMm(Dmm -^j^dna 

iB^lj*-^ 68- AXiB^J(Dfi5^ : DNA 

tmm^ m- ATMm\(Dmm ■. ^^dna 
nmm^ 70- axib^ijcos&pj ^m^^j- k 

sa^ij#-^ i2-A'XMm<Dmm ^m^^^ k 

iB^lJ#-^73-AXga?(jOlJ&PJ : ^m^zf^ K 
ga^iJ#^74-AXiH^iJ(Dife|^ : ^i^^^^Y 

@aM#-§- 76- AX@H^J(Z)^5g : ■^m.-<':f^ K 
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m ^ <D m. m 

1. t b cc >^^:^4>'^mi^ 4 (CCR4) (Dmm^mm^^mm^Rftsv. t 

2. t h CC <5^^;^-r 4 (CCR4) (Dmi^^^mm^wm^KKfiL^v. 
CCR4 ^mitaJ3^J->ft biEaj3a^§?S'f4^:^i-t cdr mm^i^^n:i-i^<Dmi^m 

3. CCR4 ^mMmKM\^mmmm^^^^-rn^<Dnm i iB^^^t cdr 

4. m^^lS^^^ ia^lJ#-^48 -e:^$tL§T^ y^ia^lj© 1-39. 98~112. 
176-^206 *3j;tJ? 271~284 #@ ;a^e>^^Si¥^^fe3gf^tL'S«i^Mi|&-^fc.5l*:^ 

<^t5ffl 1—3 <^v^-ftl/^^ 1 m^mmcoii hm cm^m^i$^i^fcu^<DmPfm)io 

5. ^ffliai^ig*i;a5. mmm-^ 48 -t?^$^sT ? y^ia^ij^^ 2—29 #i 

•f-^^t:° :7'-T?fe§»^0®IS 1—4 C»V^T;^^:^^ 1 i^lcHESt^t: CDR # 

6. ga^(i#^ 48 -^'^^n^T^ ymnm<D 13—29 #gtci# 
^^i-^onf ^w-:7°-efe6l*^<Dt5ffl 1-5 <75v^t*l;o> 1 mKm^(D\i cm 

7. lEB|^in-M*^;^^> iB^lJ#-^ 48 -V^^tl^T^ ymmmo 13—25 
:fe-t-^^t:°h— ■7"-T?fe2)W:^(Z)t5IS 1-6 (DV^Ttb;^)^ 1 ^{e:1B^<?5t CDR 
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8. CCR4 mmMm^mm^i^Rjt^-r^m^comm i~7 ov^-f tt^^ i ^sj^hb^ 

9. CCR4 mm^mm^ML^. hmm^^^^^y^v v^^—^t^^m-r^^y^ 

iZ.mm(D t h M CDR fc it^(Dmi^m)io 

10. |faJ3^|5t#?&tt;OS^#:fem^lffllSi5t* (ADCC) ^tt-C&^ff 3i^(D«5IS 2~9 

11. ADCC CCR4 ^mifflJ!S(^^Jfe^^m^-t-§i^f-J;^t3co-efc§f* 
^(DfSIS 10 WMCO M bM CDR #fittn:#:^ fc(i-?:(^^#:if>to 

12. CCR4^^^EBJlS^|^*i-5f^ffi^^-t-fei#:-efeSlf:*:(D^H 1~11 (^V>-r 
1 :®{c|Bife(D t: CDR^ttfeT:#:*f::{*-^CD^#:p^>to 

13. CCR4 ^Wm^f^-h^ Th2 »-X?feSlt^(Dt5H 8~12 (D\^-fM^ 1 :«(;i|Bft 

(D t f M CDR fz. \i.^(Dmmy\. 

1—13 (DV^-rtL^^ 1 :S(c|B«c<^t bMCDR^WJn:#:^fcfi:^(D^^»f>H-o 
15. i^-r h;^-r>'^^ IL-4, IL-5, -Sfcf* IL-13 -t^fe^W^tDiBH 14 
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16. t igG Ml-S-rsff^coiSH 1—15 (DV^-m;^>^ 1 3S(;ifBife(Dt b 
m CDR fc (^fei;#:if >lto 

17. CCR4 icM-r^^y ^^—^/^^i^<^Mm (nm) n^mm (y mm ^ 

18. CCR4 \z:Mir^^/ ^x:t^~j-/\.^i^(Dmm. (H «I) "sr^M*^ (V |g:^) *5 

j:t>^s^ (L i^) V mM(Dmm&^'^mm (cm) 1 1 h i« v mm^^ 

t;«L^ VfR:^CD:7 V— — i^fR*^ (FR) Sr^^tf. ft^(D|5H 1~17 (^V^-ftL 
yJ>^ 1 igtcilB^O t h M CDR tt^ (Din:#:ilfK-o 

19. CCR4 }c:>^i-§^y ^ n— ^/P-^f*(DMM (H iS) nT^^JJ^ (V ^i:^) *5 

xx^mm. (hm.) y mm^^n^B.^'^mm (cdr) h^f^cT^H^v^:®*.^: 

■05 L 0 V — iJ^M^i^ (FR). Jfeb-O^tclt H m'^^^M 

(Cmm ^SjcrJ^LlgCSJ^^^tP. ft ^OfSH 1~18 (7)V>TtT.yO^ 1 ^f-IB^(^ 

t CDR ^m^i^-^ fcit^(Dmi^m}io 

(H m.) (v ©rni-i*^^^^ (cdr) i. cdr2. cdrs ^-^tp. m 

^(Dmm 1—19 (DV^-f;rb^^ i ilf-tBifeot hM cdr Mfei#:^fc«^(?)feT:|2tsiff 

(L^) nmm^ (Vmm (OmW^^'^^M (cdr) l. CDR2. CDRS^^t?. It 
5^(DfSH 1—20 (Z)V^-rtL^^ 1 lK}-tB^(Z)l:: CDR ^m^i^^fci-i^ (^Iff^i^Wr 
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22. ^th^'tiumm-^ u 2. 3 x-^^ti^T^ymmm^hfj:^m^mm 
(H m) -^mm-m (v mm) (D^f^m^^^&mm (cdr) i. cdr2. cdrs. *5j;tj«^ 

ti^nmmm-^ 5. 7 -e^$tT.ST^y^iH^ij:o^e.?fe^^#:^^ (l m) v 

MJ|4<Z>^@lf'l4^^M:^ (CDR) 1. CDR2, CDR3 ^^t^. IfJ^^COtSH 1~21 (DV^T 
1 :S{c:|Bife(Db CDR^«^#:^fc(i-^i^*rL#:ilf>^o 

23. (H ^) -^mmm (V M:^) @a^J#-^ 4 X^^^tl^r^ 
/^iaMC)5t>. 40#@(DAla. 42#gcr)Gly. 43#i(DLys, 44#@(Z)Gly, 
76 Lys, ^oJ:t>' 97 Ala ^>hmi-tn^{i^^fi: < 1 oj^_h(DT3: 

/mmm-^m^^tifcT ^ /mmm^^t^. n^comm 1-22 (T^v^-rtb^o^ 1 m 

24. fetf^c^m^ (H^) -^^mm (ymm) y!)K mm^-^ zs x^^ti^r ^ 

7^@H^iJ(D5tj> 28#S(D Thr *3j;t^97#g<D Ala <D5*5ii>?fe< i 1 oj^ 

25. (L ^) -^mmm (V M^^) sa^ij#-^ s x^^ti^r^ 

/mm^^i(D^ib. 2#@(DIle, 3#g(DVal, 50 #@ Gin, *5j;tJ«88#SO 

^ij^-^t?. m^(Dm.m i~24 ©v^-fti.;^^ i hm cm ^mijii^^fc 

26. lffii^(Dmm (H ^) w^is:^ (V M^) SB^'J*-^ 4 -e^$t^§r^ 

y^iB^IJ0 5t?> 40#g(DAla, 42#@(DGly^ 43#g(DLys, 44#g(7)Gly. 
76 # g (D Lys, *5 J; tJ« 97 # @ (D Ala. J^C 6> TJ^iZlirt^cD^^ (L 0) V M*^^^ 
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mm-^8-Vm^tl^r^ym^n(D0-h. 2#g(7)Ile. 3#g(7)Val. 50 # 

mi!)^^(DT ^ ymm&\^MM^tif^T ^ ymmn^^t^s w^^^ish i~23 

27. ^i^(Dm.m (am.) w^^*^ (vis*^) ia^j#-^38 -t?^$tb^r^ 

y ^IB^IJCO 5 -fe, 28 # @ <D Thr *5 i t;? 97 # S (O Ala, b tJ«}-^^Ofe^ (L 

H) V m.m^^. @BM#-^ 8 -e^ $n6r ^ y ^@b^ij<d 5 2 # s o iie. 3 # 

@(DVal. 50#@OGln, *5 J;t;« 88 #@ (D Val i^^feilf^lTbSiJ-";^^ < ^ t> 1 

±<Dr 5: y ^aS;OM-tb,(^T ^ y^aKJcism^tbfcT^: /^@a^'J^^tf> 

olSH l~22. 24 *3 j:t>* 25 ov^Ttt;^^ 1 :®Je:|BS(^^i CDR 

28. (H^) -sr^M*^ (V^:^) ;as. ia^J#-^4. 9. 10, 11. 38, 

39, 40 41 Tb^hmitn^r ^ ymmm^^t^. it^^oisis 1-22 *3j;tj« 

29. (L 0) -^mmMc (V M^) iE^J##- 8, 12, 13 *5j:t)« 
14 d^boSfm-Sr 5 /^ia^iJ^'^tp»:*<^«5H 1-24 *5j;tJ? 28 (DV^-ftb;?)^ 1 

mi^WM<^ t CDR ^W^^^ fa^^<D^i^m)io 

30. (H^) -SI^M:^ (V^*^) iH^IJ#^4, 9, 10, 11, 38, 

nmm^ 8, 12, 13 ^xxy^ u ^^hmi-^ti^r ^ ymnm^^t^m^<D 

l^m 1—22 (Dl^^iTfht^ 1 ^XtillB^Ot bMCDR^14trC#:^fc(*^(D^i^»fK'o 
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y^BH^iJ^-^tpit^tT^fSia 1~22 ^DV^Ttt:^^ 1 ^{eilBifeOt CDR ^tt 

32. ^#:if>H-;6^ Fab. Fab\ F(ab')2. 1 (scFv). 2 AmbW^IS 
m (V M:^) if>T- (Dlabody). ^ K^^>ft; V M^if>t (dsFv) :io^X^ 

m 1~31 (DV^-rtL}6^ 1 3SiJ:iB«(D^#:if>lto 

33. ^M^^W KM8759 (FERM BP-8129) KM8760 (FERM BP-8130) i)^ 

34. it* (DISH 1—33 OV^T;^^;0^ 1 :«}ci|Bic<D t bM CDR 

35. KM8759 (FERM BP-8129) ^fcf* KM8760 (FERM BP-8130) 

^^(^ISH 1—33 (Z)v^-rtl.^^ 1 31 (citBifefZ) t bM CDR ^mifiW^fcn^com^ 
mMLti-^\^ bM CDR ^m^i^-^fM^(Difiiifim}ir^^M'r^^MmmM(Dm 
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37. if^(^f£H 1—33 co\^^-rti^^ 1 m^mm^nt-^ hm cdr ^mifii^^tc 

38. W^OfSH 1—33 (D^^-TM^ 1 3SictB^(Dt CDR ^ttirC^^ fcf*-?: 

(D^wmn sr =1 - K-r 5 dnao 

39. If *(Dt£H 38 IBftcD DNA ^^^-f-^UMK.^^ "^—o 

41. f»*(Dt5ia 1—33 *D j:TJ^ 37 CDV^-ftt;^!^ 1 ^SiCfBifecO t: CDR ^^S^rC 

42. If^(7)f5!ffl 1—33 *D j;tJ^ 37 (DV^-ftb^^ 1 i5f^:f5^C)t: CDR ^flt^n 

CCR4 was^B^f-^^^o 

43. CCR4 /c«5^3mtt^S-efe §if ^(Di£|S 42 fa^(Z)t-&^^o 

44. •lS^SjfiL|^^-e$>6W^©f5ffl 43 |5m«^?^^^o 
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46. i!^m\^mm:d^. MM^^\^^mmi(DM.Mmwcf^^tii-ium-^^M^. rh 

47. W^comm 1~33 :$aXXJ^37 (Dl^^-fM^ 1 ]®f^:|Bic(5D t hm CDR 

CCR4 iij^^so^ifm„ 

48. CCR4 m^Mmm-Am^fa:i:ikmitM^x^h^m^(Dmm 47 tBic(^#»f^o 

49. ^^SjfiL|^^-efe5W3^(Df5H48|Bm(D#»f^o 

50. skmm^ ^skm-^fcn v :y^m-vh^m>^(Dmm 43 mm(^^mmo 

52. if^cDfSH 1~33 *5j;U5 37 (Z)V^-rtL;^)^ 1 mi^mM(D\l hM CDR #WJrC 
Th2 ^^itt^35^a©?-&li^o 

53. Th2 'llttMMig^ttn^A^ MW^f^a. r h f-'l* 

54. lt*(^t5IS l~33 :|oJ:tJ« 37 (DV^-f;^:a> 1 JgiufSicOt CDR W^m^ 
Th2 i/hT^ttrfe^^So^if^o 
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55. Th2 ^^m^mmm-^K mitMrnmrn^^^M^. um^^M. r v f—i* 

56. ft^(Dt-5!lI 1~33 *5j;-a« 37 (D\^-ffht^ 1 JRi^lfB^cOt: CDR 

J; -o^^ (Dmmfx V ^ T . CCR4 ^^^^^ tc;^ ttl-f- 5 :fe-fe„ 

57. M3|tC)$5H 1~33 :^J;tJ« 37 (D\^'mf>^ 1 :SJ^l3ifecDt CDR 

58. W^COfSH 1~33 :J3 it/ 37 (D\^^M^ 1 ^(CfBitOt CDR 

59. it^OfSIS l~33 *5j;tJ« 37 (D\^'fM^ 1 :®{e:|BS^(Dt CDR 



88 



wo 03/018635 



PCT/JP02/08828 




1/17 



wo 03/018635 



PCT/JP02/08828 




2/17 



wo 03/018635 



PCT/JP02/08828 




3/17 



wo 03/018635 



PCT/JP02/08828 





4/17 



wo 03/018635 



PCT/JP02/08828 





5/17 



wo 03/018635 



PCT/JP02/08828 



EcoRI BsiWI 




EcoRI 



hCyl 



A./3G 
A.se 




EcoRI 
BsiWI 



EcoRI 
BsiWI 



EcoRI 



OiiPQP KM2160LV0 

BsiWI 

sp. 13 G 




NotI 



Apal 



A.se 
sp./iG 



dhfr Pse 



A A./3G 
A.se 




NotI 
Apal 



T 



NotI 
Apal 



OriPmo KM2160LV0 




NotI 
_KM2160 GalO 
Apal 



6/17 



A.se 



wo 03/018635 



PCT/JP02/08828 




0.1 1 10 100 
hlgmmming/ml) 



» 


-KM2760 


- - -a-- 


- GalOLVO 




•GalOLVl 




-GalOLV2 




'GalOLVS 



0.01 0.1 1 10 100 1000 
hIgG^#:SJK(ng/ml) 




— 


KM2760 




GalOLVO 


0 — 


GallLVl 


— A — 


GallLV3 




Gal2LVl 




Gal2LV3 



1000 




7/17 



wo 03/018635 



PCT/JP02/08828 




— ^ 


-KM2760 




^ HVOLVO 


---A-- 


. HVOLVl 




- HV0LV2 




. HV0LV3 



0.0001 0.001 0.01 0.1 
hIgG^#i^^(ng/ml) 




-KM2760 
-HVILVO 
-HVILVI 
-HV1LV2 
■HV1LV3 



0.0001 0.001 0.01 0.1 
hIgG^^tft(ng/ml) 




8/17 



wo 03/018635 



PCT/JP02/08828 



II9III 



GalO 



Gall 




LO 



1.2 



0.00010.001 0.01 0.1 
Gal2 



10 





KM2760 


— 

- - -A--- 


GallLVl 


X 


GallLVS 



0.00010.001 0.01 0.1 

M(;«g/ml) 



Gal3 



KM2760 
Gal3LVl 




0.0001 0.001 0.01 0.1 

g/ml) 



0.00010.001 0.01 0.1 

?*ffi(yug/ml) 



10 



10 



9/17 



wo 03/018635 



PCT/JP02/08828 




10/17 



wo 03/018635 



PCT/JP02/08828 



mi El 




11/17 



wo 03/018635 



PCT/JP02/08828 



80 
70 
60 
50 
40 
30 
20 
10 
0 

-10 







-^KM2760 
— c>-GalOLVO 
--i^GalOLVI 
—o— GalOLVS 
-A-GallLVI 
--♦■-GallLVS 
--A--Gal2LVl 
--o--6al2LV3 
-lA— GalSLVI 






^ ' ~ 














-•— Gal3LV3 







0.0001 0.001 0.01 

(/zg/ml) 



0.1 



12/17 



wo 03/018635 



PCT/JP02/08828 



man 



100 

80 
S 60 
M 40 

^ nr. 

m 20 

0 

-20 



IFN- y IL-4 IL-13 



II1^IL-5R^#: 

lilKM2760 

^GallLVS 



13/17 



wo 03/018635 



PCT/JP02/08828 




wo 03/018635 



PCT/JP02/08828 




0.46kb 2.96kb 0,43kb 




15/17 



wo 03/018635 



PCT/JP02/08828 




16/17 



wo 03/018635 



PCT/JP02/08828 




17/17 



wo 03/018635 



PCT/JP02/08828 



SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO. , LTD. 

<120> Human CDR grafted antibody and antibody fragment thereof 
<130> P-41263 

<150> JP 2001-265144 
<151> 2001-08-31 

<160> 78 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 5 
<212> PRT 

<213> Mus musculus 
<400> 1 

Asn Tyr Gly Met Ser 
1 5 



<210> 2 
<211> 17 

<212> PRT 

<213> Mus musculus 

<400> 2 

Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val Lys 
15 10 15 

Gly 



<210> 3 
<211> 10 
<212> PRT 

<213> Mus musculus 
<400> 3 

His Ser Asp Gly Asn Phe Ala Phe Gly Tyr 
1 5 10 

<210> 4 
<211> 119 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 
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<400> 4 

Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 



Thr Leu Val Thr Val Ser Ser 
115 



<210> 5 
<211> 16 
<212> PRT 

<213> Mus musculus 

<400> 5 

Arg Ser Ser Arg Asn He Val His He Asn Gly Asp Thr Tyr Leu Glu 
15 10 15 



<210> 6 

<211> 7 
<212> PRT 

<213> Mus musculus 
<400> 6 

Lys Val Ser Asn Arg Phe Ser 
1 5 



<210> 7 
<211> 9 
<212> PRT 

<213> Mus musculus 
<400> 7 
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Phe Gin Gly Ser Leu Leu Phe Trp Thr 
1 5 

<210> 8 
<211> 112 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide 
<400> 8 

Asp He Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 

Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asn He Val His He 
20 25 30 

Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 
50 55 60 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 

Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 9 
<211> 119 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 
<400> 9 

Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
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50 



55 



60 



Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 



Thr Leu Val Thr Val Ser Ser 
115 



<210> 10 
<211> 119 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 
<400> 10 

Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 

20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Asp Lys Arg Leu Glu Trp Val 
35 40 45 

Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

Thr Leu Val Thr Val Ser Ser 
115 



<210> 11 
<211> 119 

<212> PRT 

<213> Artificial Sequence 
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<220> 

<223> Synthetic peptide 

<400> 11 , . 

Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Asp Lys Arg Leu Glu Trp Val 
35 40 45 

Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lvs Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

Thr Leu Val Thr Val Ser Ser 
115 



<210> 12 
<211> 112 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide 
<400> 12 

Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 

Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asn He Val His He 
20 25 30 

Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 
50 55 60 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 
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Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 13 
<211> 112 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 

<400> 13 

Asp He Leu Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 

Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asn He Val His He 
20 25 30 

Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 
50 55 60 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 

Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 14 
<211> 112 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 
<400> 14 

Asp Val Leu Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 

Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asn He Val His He 
20 25 30 
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Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 
50 55 60 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 

Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 15 

<211> 19 

<212> PRT 

<213> Mus musculus 

<400> 15 , 
Met Asn Leu Gly Leu Ser Leu He Phe Leu Ala Leu He Leu Lys Gly 
15 10 15 

Val Gin Cys 



<210> 16 

<211> 98 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 

<400> 16 4- «n 

aacagctatg accatggcgg ccgcgacccc tcaccatgaa cctcgggctc agtttgattt bU 

tccttgccct cattttaaaa ggtgtccagt gtgaggtg 98 



<210> 17 
<211> 97 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 17 



atgaatccag aggctgcaca ggagagtctc agggacctcc caggctgtac caagtctccc bU 
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ccagactcca ccagctgcac ctcacactgg acacctt 97 



<210> 18 
<211> 98 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 18 

tgtgcagcct ctggattcat tttcagtaat tatggcatgt cttgggtccg ccaggctcca 60 

gggaaggggc tggagtgggt cgcaaccatt agtagtgc 98 



<210> 19 
<211> 98 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 19 

acagggagtt cttggcattg tctctggaga tggtgaatcg tcccttcaca ctgtctggat 60 
aataggaata agtgctagca ctactaatgg ttgcgacc 98 



<210> 20 
<211> 98 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 

<400> 20 

acaatgccaa gaactccctg tatctgcaga tgaacagcct gagagtcgag gacacggccc 60 
tgtattactg tgcgagacat agcgatggaa acttcgcg 98 



<210> 21 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 21 

gtaaaacgac ggccagtggg cccttggtgg 
ggccccaata accaaacgcg aagtttccat 



aggctgagga gacggtgacc agggttccct 60 
cgctat 96 



<210> 22 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 22 

gatggttcac gtagtgg 17 



<210> 23 
<211> 61 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 

<400> 23 

ctgtatctgc agatgaacag cctgagagtc gaggacacgg ccctgtatta ctgtggaaga 60 
c 61 



<210> 24 
<211> 56 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 24 

gaataagtgc tagcactact aatggttgcg acccactcca gcctcttgtc tggagc 56 



<210> 25 

<211> 19 

<212> PRT 

<213> Mus musculus 

<400>25 

Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Ala 
15 10 15 
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Ser Ser Ser 



<210> 26 
<211> 92 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 26 

aacagctatg accatggaat tcgcctcttc aaaatgaagt tgcctgttag gctgttggtg 60 
ctgatgttct ggattcctgc ttccagcagt ga 92 



<210> 27 

<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 27 

tagatctgca ggagatggag gccggctctc caggggtgac gggcagggag agtggagact 60 
gagtcatcac gatatcactg ctggaagcag gaat 94 



<210> 28 
<211> 92 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 

<400> 28 

ctccatctcc tgcagatcta gtcggaacat tgttcatatt aatggtgaca catatttaga 60 
atggtacctg cagaagccag gccagtctcc ac 92 



<210> 29 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 29 

tgtgcctgac ccactgccac tgaacctgtc tgggacccca gaaaatcggt tggaaacttt 60 



<210> 30 
<211> 92 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 
<400> 30 

tggcagtggg tcaggcacag atttcacact gaaaatcagc agagtggagg ctgaggatgt 60 
tggggtttat tactgctttc aaggttcact tc 92 



<210> 31 
<211> 91 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 31 

gtaaaacgac ggccagtctc gagcgtacgt ttgatttcca ccttggtccc ttggccgaac 60 
gtccacggaa gaagtgaacc ttgaaagcag t 91 



<210> 32 
<211> 17 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 



<210> 33 
<211> 94 
<212> DNA 

<213> Artificial Sequence 

<22G> 

<223> Synthetic DNA 



atagatcagg agctgtggag actggcctgg ctt 



93 



<400> 32 

gtaaaacgac ggccagt 



17 
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<400> 33 

tagatctgca ggagatggag gccggctctc caggggtgac gggcagggag agtggagact 60 
gagtcatcac aacatcactg ctggaagcag gaat 94 



<210> 34 
<211> 94 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 

<400> 34 

tagatctgca ggagatggag gccggctctc caggggtgac gggcagggag agtggagact 60 
gagtcatcaa gatatcactg ctggaagcag gaat 94 



<210> 35 

<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 35 

tagatctgca ggagatggag gccggctctc caggggtgac gggcagggag agtggagact 60 
gagtcatcaa aacatcactg ctggaagcag gaat 94 



<210> 36 
<211> 28 
<212> PRT 

<213> Homo sapiens 

<400> 36 

Asn Pro Thr Asp lie Ala Asp Thr Thr Leu Asp Glu Ser He Tyr Ser 
15 10 15 

Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys Pro Cys 
20 25 



<210> 37 
<211> 18 
<212> PRT 

<213> Homo sapiens 
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<400> 37 

Asp Glu Ser He Tyr Ser Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys 
15 10 15 

Pro Cys 



<210> 38 
<211> 119 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide 

<400> 38 

Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asn Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 

35 40 45 

Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

Thr Leu Val Thr Val Ser Ser 
115 



<210> 39 
<211> 119 

<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 
<400> 39 

Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
15 10 15 
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Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asm Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

Thr Leu Val Thr Val Ser Ser 
115 



<210> 40 
<211> 119 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide 
<400> 40 

Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asn Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

85 90 95 

Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

Thr Leu Val Thr Val Ser Ser 
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115 



<210> 41 
<211> 119 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide 

<400> 41 

Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

Thr Leu Val Thr Val Ser Ser 
115 



<210> 42 

<211> 97 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DM 
<400> 42 

gtgaatccag aggctgcaca ggagagtctc agggaccccc caggctgtac caagcctccc 60 
ccagactcca ccagctgcac ctcacactgg acacctt 97 



<210> 43 
<211> 98 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 43 

tgtgcagcct ctggattcac cttcagtaat tatggcatgt cttgggtccg ccaggctcca 60 
gggaaggggc tggagtgggt ctcaaccatt agtagtgc 98 



<210> 44 
<211> 98 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 44 

acagcgtgtt cttggaattg tctctggaga tggtgaatcg tcccttcaca ctgtctggat 60 

aataggaata agtgctagca ctactaatgg ttgagacc 98 



<210> 45 
<211> 98 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 
<400> 45 

acaattccaa gaacacgctg tatctgcaga tgaacagcct gagagccgag gacacggccg 60 
tgtattactg tgcgagacat agcgatggaa acttcgcg 98 



<210> 46 
<211> 98 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 46 

tgtgcagcct ctggattcat tttcagtaat tatggcatgt cttgggtccg ccaggctcca 60 
gggaaggggc tggagtgggt ctcaaccatt agtagtgc 98 
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<210> 47 
<211> 98 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 47 

acaattccaa gaacacgctg tatctgcaga tgaacagcct gagagccgag gacacggccg 60 
tgtattactg tggaagacat agcgatggaa acttcgcg 98 



<210> 48 
<211> 360 
<212> PRT 

<213> Homo sapiens 

<400> 48 

Met Asn Pro Thr Asp He Ala Asp Thr Thr Leu Asp Glu Ser He Tyr 
15 10 15 

Ser Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys Pro Cys Thr Lys Glu 
20 25 30 

Gly He Lys Ala Phe Gly Glu Leu Phe Leu Pro Pro Leu Tyr Ser Leu 

35 40 45 

Val Phe Val Phe Gly Leu Leu Gly Asn Ser Val Val Val Leu Val Leu 
50 55 60 

Phe Lys Tyr Lys Arg Leu Arg Ser Met Thr Asp Val Tyr Leu Leu Asn 
65 70 75 80 

Leu Ala He Ser Asp Leu Leu Phe Val Phe Ser Leu Pro Phe Trp Gly 
85 90 95 

Tyr Tyr Ala Ala Asp Gin Trp Val Phe Gly Leu Gly Leu Cys Lys Met 
100 105 110 

He Ser Trp Met Tyr Leu Val Gly Phe Tyr Ser Gly He Phe Phe Val 
115 120 125 

Met Leu Met Ser He Asp Arg Tyr Leu Ala He Val His Ala Val Phe 
130 135 140 

Ser Leu Arg Ala Arg Thr Leu Thr Tyr Gly Val He Thr Ser Leu Ala 
145 150 155 160 

Thr Trp Ser Val Ala Val Phe Ala Ser Leu Pro Gly Phe Leu Phe Ser 
165 170 175 
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Thr Cys Tyr Thr Glu Arg Asn His Thr Tyr Cys Lys Thr Lys Tyr Ser 
180 185 190 

Leu Asn Ser Thr Thr Trp Lys Val Leu Ser Ser Leu Glu lie Asn He 
195 200 205 

Leu Gly Leu Val He Pro Leu Gly He Met Leu Phe Cys Tyr Ser Met 
210 215 220 

He He Arg Thr Leu Gin His Cys Lys Asn Glu Lys Lys Asn Lys Ala 
225 230 235 240 

Val Lys Met He Phe Ala Val Val Val Leu Phe Leu Gly Phe Trp Thr 
245 250 255 

Pro Tyr Asn He Val Leu Phe Leu Glu Thr Leu Val Glu Leu Glu Val 
260 265 270 

Leu Gin Asp Cys Thr Phe Glu Arg Tyr Leu Asp Tyr Ala He Gin Ala 

275 280 285 

Thr Glu Thr Leu Ala Phe Val His Cys Cys Leu Asn Pro He He Tyr 
290 295 300 

Phe Phe Leu Gly Glu Lys Phe Arg Lys Tyr He Leu Gin Leu Phe Lys 
305 310 315 320 

Thr Cys Arg Gly Leu Phe Val Leu Cys Gin Tyr Cys Gly Leu Leu Gin 
325 330 335 

He Tyr Ser Ala Asp Thr Pro Ser Ser Ser Tyr Thr Gin Ser Thr Met 
340 345 350 

Asp His Asp Leu His Asp Ala Leu 
355 360 



<210> 49 
<211> 357 

<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1) . . (357) 

<223> Synthetic DNA 

<400> 49 

gag gtg cag ctg gtg gag tct ggg gga gac ttg gta cag cct ggg agg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 
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tec ctg aga etc tec tgt gca gee tet gga tte att ttc agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe lie Phe Ser Asn Tyr 
20 25 30 

ggc atg tot tgg gtc ego cag get eca ggg aag ggg ctg gag tgg gtc 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

gca acc att agt agt get age act tat tee tat tat eca gac agt gtg 192 
Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga cga ttc acc ate tee aga gac aat gcc aag aac tec ctg tat 240 
Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

ctg cag atg aac age ctg aga gtc gag gac acg gcc ctg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

gcg aga cat age gat gga aac ttc gcg ttt ggt tat tgg ggc cag gga 336 
Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

acc ctg gtc acc gtc tec tea 357 
Thr Leu Val Thr Val Ser Ser 
115 



<210> 50 
<211> 357 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1) . , (357) 

<223> Synthetic DNA 

<400> 50 

gag gtg cag ctg gtg gag tet ggg gga gac ttg gta cag cet ggg agg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 

tec ctg aga etc tee tgt gca gee tet gga ttc att tte agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

ggc atg tet tgg gtc ege cag get eca ggg aag ggg ctg gag tgg gtc 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 
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gca acc att agt agt get age act tat tec tat tat cea gac agt gtg 192 
Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga cga ttc ace ate tec aga gac aat gee aag aac tec ctg tat 240 
Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

ctg cag atg aac age ctg aga gte gag gac aeg gee ctg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

gga aga cat age gat gga aac ttc geg ttt ggt tat tgg gge eag gga 336 
Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

acc ctg gte ace gte tee tea 357 
Thr Leu Val Thr Val Ser Ser 
115 



<210> 51 
<211> 357 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1). . (357) 

<223> Synthetic DNA 

<400> 51 

gag gtg eag ctg gtg gag tet ggg gga gac ttg gta cag cet ggg agg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 

tec ctg aga etc tec tgt gca gee tet gga ttc att ttc agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

gge atg tet tgg gte cgc eag get cea gac aag agg ctg gag tgg gte 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Asp Lys Arg Leu Glu Trp Val 
35 40 45 

gca acc att agt agt get age act tat tec tat tat cea gac agt gtg 192 
Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga cga ttc ace ate tee aga gac aat gee aag aae tec ctg tat 240 
Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

ctg cag atg aac age ctg aga gte gag gac aeg gee ctg tat tac tgt 288 
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Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

gcg aga cat age gat gga aac ttc gcg ttt ggt tat tgg ggc cag gga 336 
Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

acc ctg gtc acc gtc tec tea 
Thr Leu Val Thr Val Ser Ser 
115 



<210> 52 
<211> 357 

<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1) . . (357) 

<223> Synthetic DNA 

<400> 52 ^ .„ 

gag gtg cag ctg gtg gag tct ggg gga gac ttg gta cag cet ggg agg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Gin Pro Gly Arg 
15 10 15 

tec ctg aga etc tec tgt gca gee tct gga ttc att ttc agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

ggc atg tct tgg gtc ege cag get eca gac aag agg ctg gag tgg gtc 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Asp Lys Arg Leu Glu Trp Val 
35 40 45 

gca acc att agt agt get age act tat tec tat tat eca gac agt gtg 192 
Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga ega ttc acc ate tee aga gac aat gee aag aac tec ctg tat 240 
Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr 
65 70 75 80 

etg cag atg aac age ctg aga gtc gag gac acg gee ctg tat tae tgt 288 
Leu Gin Met Asn Ser Leu Arg Val Glu Asp Thr Ala Leu Tyr Tyr Cys 
85 90 95 

gga aga eat age gat gga aac ttc gcg ttt ggt tat tgg ggc eag gga 336 
Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

ace ctg gtc acc gtc tec tea 357 
Thr Leu Val Thr Val Ser Ser 
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115 



<210> 53 
<211> 336 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1) . . (336) 

<223> Synthetic DNA 

<400> 53 . + 4« 

gat ate gtg atg act cag tct cca etc tec ctg ccc gtc acc cct gga 4« 
AsD He Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 

gag ccg gcc tec ate tec tgc aga tct agt egg aac att gtt cat att 96 
Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asn He Val His He 
20 25 30 

aat ggt gac aca tat tta gaa tgg tac ctg cag aag cca ggc cag tct 144 
Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

cca cag etc ctg ate tat aaa gtt tec aac cga ttt tct ggg gtc cca 192 
Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 
50 55 60 

gac agg ttc agt ggc agt ggg tea gge aca gat ttc aca ctg aaa ate 240 
Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys lie 
65 70 75 80 

age aga gtg gag get gag gat gtt ggg gtt tat tac tgc ttt caa ggt 288 
Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

tea ctt ett ccg tgg acg ttc gge caa ggg acc aag gtg gaa ate aaa 336 
Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 54 
<211> 336 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1) . . (336) 

<223> Synthetic DNA 
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<400> 54 . + Afl 

gat gtt gtg atg act cag tct cca etc tec ctg ccc gtc acc cot gga 48 
Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
5 10 15 



1 

gag cog gcc tec ate tec tge aga tct agt egg aac att gtt cat att 96 
Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asm He Val His He 
20 25 30 

aat ggt gac aca tat tta gaa tgg tac ctg cag aag cca ggc eag tct 
Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 



144 



eca cag etc ctg ate tat aaa gtt tec aac ega ttt tct ggg gtc cca 192 
Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 

55 60 



50 



gac agg ttc agt ggc agt ggg tea ggc aca gat ttc aca ctg aaa ate 240 
Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 

age aga gtg gag get gag gat gtt ggg gtt tat tac tgc ttt caa ggt 288 
Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

tea ctt ctt ccg tgg aeg ttc ggc caa ggg acc aag gtg gaa ate aaa 336 
Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 55 
<211> 336 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1).. (336) 

<223> Synthetic DNA 

<400> 55 ^ 
gat ate ttg atg act eag tct cea etc tec ctg cce gtc ace cet gga 48 
Asp He Leu Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 

gag ccg gee tec ate tee tge aga tet agt egg aac att gtt cat att 96 
Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asn He Val His He 
20 25 30 

aat ggt gac aca tat tta gaa tgg tac ctg eag aag eea ggc cag tet 144 
Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 
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cca cag etc ctg ate tat aaa gtt tec aae cga ttt tct ggg gtc cca 192 
Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 
50 55 60 

gac agg ttc agt ggc agt ggg tea ggc aca gat ttc aca ctg aaa ate 240 
Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 

ago aga gtg gag get gag gat gtt ggg gtt tat tac tgc ttt caa ggt 288 
Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

tea ett ctt ecg tgg acg tte ggc caa ggg ace aag gtg gaa ate aaa 336 
Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 56 
<211> 336 
<212> DNA 

<213> Artificial Sequence 

<220> 
<221> CDS 
<222> (1).. (336) 
<223> Synthetic DNA 

<400> 56 ^ 
gat gtt ttg atg act cag tct cca etc tec ctg ccc gtc aec cet gga 4a 
Asp Val Leu Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
1 5 10 15 

gag ecg gcc tee ate tec tgc aga tct agt egg aae att gtt cat att 96 
Glu Pro Ala Ser He Ser Cys Arg Ser Ser Arg Asn He Val His He 
20 25 30 

aat ggt gac aca tat tta gaa tgg tac ctg cag aag cca ggc cag tct 144 
Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

cca cag etc ctg ate tat aaa gtt tec aae cga ttt tct ggg gtc cca 192 
Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro 
50 55 60 

gac agg ttc agt ggc agt ggg tea gge aca gat ttc aca ctg aaa ate 240 
Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 

age aga gtg gag get gag gat gtt ggg gtt tat tac tgc ttt caa ggt 288 
Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 

tea ctt ctt ecg tgg acg ttc ggc caa ggg ace aag gtg gaa ate aaa 336 
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Ser Leu Leu Pro Trp Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 57 
<211> 357 

<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1).. (357) 

<223> Synthetic DNA 

<400> 57 ^ .jj 

gag gtg cag ctg gtg gag tct ggg gga ggc ttg gta cag cct ggg ggg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
15 10 15 

tec ctg aga etc tec tgt gca gcc tct gga ttc acc ttc agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asn Tyr 
20 25 30 

ggc atg tct tgg gtc cgc cag get cca ggg aag ggg ctg gag tgg gtc 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

tea aec att agt agt get age act tat tec tat tat cea gae agt gtg 192 
Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga cga ttc ace ate tec aga gae aat tec aag aac acg ctg tat 240 
Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

ctg cag atg aac age ctg aga gcc gag gae acg gee gtg tat tae tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

gcg aga cat age gat gga aac ttc gcg ttt ggt tat tgg ggc cag gga 336 
Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

ace ctg gtc acc gtc tec tea ^57 
Thr Leu Val Thr Val Ser Ser 
115 



<210> 58 
<211> 357 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<221> CDS 

<222> (1).. (357) 

<223> Synthetic DNA 

<400> 58 ^ 
gag gtg cag ctg gtg gag tct ggg gga ggc ttg gta cag cct ggg ggg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 



1 



5 10 15 



tec ctg aga etc tec tgt gca gcc tct gga ttc att ttc agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 

25 30 



20 



ggc atg tct tgg gtc cgc cag get cea ggg aag ggg ctg gag tgg gtc 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

tea acc att agt agt get age act tat tec tat tat cca gac agt gtg 192 
Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga cga ttc acc ate tec aga gac aat tec aag aac acg ctg tat 240 
Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

ctg cag atg aac age ctg aga gee gag gac acg gcc gtg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

geg aga cat age gat gga aac ttc gcg ttt ggt tat tgg ggc cag gga 336 
Ala Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 



acc ctg gtc acc gtc tec tea 
Thr Leu Val Thr Val Ser Ser 
115 



357 



<210> 59 
<211> 357 

<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1). . (357) 

<223> Synthetic DNA 

<400> 59 . 
gag gtg eag ctg gtg gag tct ggg gga ggc ttg gta cag cct ggg ggg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
15 10 15 
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tec ctg aga etc tec tgt gca gcc tct gga ttc ace ttc agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asn Tyr 
20 25 30 

ggc atg tct tgg gtc cgc cag got cca ggg aag ggg ctg gag tgg gtc 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

tea acc att agt agt get age act tat tec tat tat cca gae agt gtg 192 
Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga cga ttc acc ate tec aga gac aat tee aag aac acg ctg tat 240 
Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

ctg cag atg aac age ctg aga gee gag gae acg gee gtg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

gga aga cat age gat gga aac ttc geg ttt ggt tat tgg ggc cag gga 336 
Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

acc ctg gtc acc gtc tec tea 
Thr Leu Val Thr Val Ser Ser 
115 



<210> 60 
<211> 357 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1).. (357) 

<223> Synthetic DNA 

<400> 60 ^ .„ 

gag gtg cag ctg gtg gag tct ggg gga ggc ttg gta cag cet ggg ggg 48 
Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
15 10 15 

tec ctg aga etc tec tgt gca gcc tct gga ttc att ttc agt aat tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe He Phe Ser Asn Tyr 
20 25 30 

ggc atg tct tgg gtc cgc cag get cca ggg aag ggg ctg gag tgg gtc 144 
Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 
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tea acc att agt agt get age act tat tee tat tat cca gae agt gtg 192 
Ser Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro Asp Ser Val 
50 55 60 

aag gga ega tte acc ate tec aga gae aat tec aag aac acg ctg tat 240 
Lys Gly Are Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

ctg cag atg aac age ctg aga gee gag gae acg gee gtg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

gga aga cat age gat gga aac tte gcg ttt ggt tat tgg ggc eag gga 336 
Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp Gly Gin Gly 
100 105 110 

ace ctg gtc ace gtc tec tea 357 
Thr Leu Val Thr Val Ser Ser 
115 



<210> 61 

<211> 414 

<212> DNA 

<213> Mus musculus 

<220> 
<221> CDS 
<222> (1). . (414) 

<400> 61 



<4UU> bl 

atg aac etc ggg etc agt ttg att tte ctt gcc etc att tta aaa ggt 4» 
Met Asn Leu Gly Leu Ser Leu He Phe Leu Ala Leu He Leu Lys Gly 
15 10 15 

gtc cag tgt gag gtg cag ctg gtg gag tct ggg gga gae tta atg aag 96 
Val Gin Cys Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Met Lys 
20 25 30 

cet gga ggg tec ctg aaa ate tee tgt gca gcc tct gga tte att tte 144 
Pro Gly Gly Ser Leu Lys He Ser Cys Ala Ala Ser Gly Phe He Phe 
35 40 45 

agt aat tat ggc atg tct tgg gtt ege cag act cca gae atg agg ctg 192 
Ser Asn Tyr Gly Met Ser Trp Val Arg Gin Thr Pro Asp Met Arg Leu 
50 55 60 

gaa tgg gtc gca ace att agt agt get agt act tat tec tat tat cca 240 
Glu Trp Val Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro 
65 70 75 80 

gae agt gtg aag gga cga tte ace ata tec agg gae aac gcc gag aac 288 
Asp Ser Val Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Glu Asn 
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85 90 95 

tec eta tat etg caa atg aat agt ctg agg tct gag gae aca ggc ata 336 

Ser Leu Tyr Leu Gin Met Asn Ser Leu Arg Ser Glu Asp Thr Gly He 

100 105 110 

tat tac tgt gga aga cat age gat gga aac ttc gcg ttt ggt tat tgg 384 

Tyr Tyr Cys Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp 

115 120 125 

ggc cga ggg act ctg gtc act gtc tct gca 414 

Gly Arg Gly Thr Leu Val Thr Val Ser Ala 

130 135 



<210> 62 

<211> 138 

<212> PRT 

<213> Mus mus cuius 

<400> 62 

Met Asn Leu Gly Leu Ser Leu He Phe Leu Ala Leu lie Leu Lys Gly 
15 10 15 

Val Gin Cys Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Met Lys 
20 25 30 

Pro Gly Gly Ser Leu Lys He Ser Cys Ala Ala Ser Gly Phe He Phe 
35 40 45 

Ser Asn Tyr Gly Met Ser Trp Val Arg Gin Thr Pro Asp Met Arg Leu 
50 55 60 

Glu Trp Val Ala Thr He Ser Ser Ala Ser Thr Tyr Ser Tyr Tyr Pro 
65 70 75 80 

Asp Ser Val Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Glu Asn 
85 90 95 

Ser Leu Tyr Leu Gin Met Asn Ser Leu Arg Ser Glu Asp Thr Gly He 
100 105 110 

Tyr Tyr Cys Gly Arg His Ser Asp Gly Asn Phe Ala Phe Gly Tyr Trp 
115 120 125 

Gly Arg Gly Thr Leu Val Thr Val Ser Ala 
130 135 



<210> 63 

<211> 396 

<212> DNA 

<213> Mus musculus 
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<220> 

<221> CDS 

<222> (1) . . (396) 

<400> 63 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct get 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Ala 
15 10 15 

tec age agt gat gtt ttg atg ace caa act cca etc tee ctg cct gtc 96 
Ser Ser Ser Asp Val Leu Met Thr Gin Thr Pro Leu Ser Leu Pro Val 
20 25 30 

agt ett gga gat caa gee tee ate tet tgc aga tct agt egg aac att 144 
Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Arg Asn lie 
35 40 45 

gtt cat att aat ggt gac aca tat tta gaa tgg tac ctg cag aga ceg 192 
Val His He Asn Gly Asp Thr Tyr Leu Glu Trp Tyr Leu Gin Arg Pro 
50 55 60 

ggc cag tct cca aag etc eta ate tac aaa gtt tee aac ega ttt tet 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea ggg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 
85 90 95 

etc aag ate age aga gtg gag get gag gat ctg gga gtt tat tac tgc 336 
Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Tyr Cys 
100 105 110 

ttt caa ggt tea ctt ctt ceg tgg aeg ttc ggt gga ggc acc agg ctg 384 
Phe Gin Gly Ser Leu Leu Pro Trp Thr Phe Gly Gly Gly Thr Arg Leu 
115 120 125 

gaa ate aga egg 396 
Glu He Arg Arg 
130 



<210> 64 
<211> 132 

<212> PRT 

<213> Mus musculus 

<400> 64 

Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro Ala 
15 10 15 

Ser Ser Ser Asp Val Leu Met Thr Gin Thr Pro Leu Ser Leu Pro Val 
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20 

Ser Leu Gly Asp Gin Ala Ser He 
35 40 

Val His He Asm Gly Asp Thr Tyr 
50 55 

Gly Gin Ser Pro Lys Leu Leu He 
65 70 

Gly Val Pro Asp Arg Phe Ser Gly 
85 

Leu Lys He Ser Arg Val Glu Ala 
100 

Phe Gin Gly Ser Leu Leu Pro Trp 
115 120 

Glu He Arg Arg 
130 



<210> 65 
<211> 39 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Synthetic DNA 
<400> 65 

aaggaaaaaa gcggccgcga cccctcacca tgaacctcg 39 

<210> 66 

<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 66 

cgatgggccc ttggtggagg ctgcagagac agtgaccag 39 

<210> 67 
<211> 31 
<212> DNA 

<213> Artificial Sequence 



25 30 

Ser Cys Arg Ser Ser Arg Asn lie 
45 

Leu Glu Trp Tyr Leu Gin Arg Pro 
60 

Tyr Lys Val Ser Asn Arg Phe Ser 
75 80 

Ser Gly Ser Gly Thr Asp Phe Thr 
90 95 

Glu Asp Leu Gly Val Tyr Tyr Cys 
105 110 

Thr Phe Gly Gly Gly Thr Arg Leu 
125 
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<220> 

<223> Synthetic DNA 
<400> 67 

ccggaattcg cctcctcaaa atgaagttgc c 31 



<210> 68 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 68 

agccaccgta cgtctgattt ccagcctggt g 31 



<210> 69 
<211> 97 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 69 

atgaatccag aggctgcaca ggagagtctc agggaccccc caggctgtac caagcctccc 60 
ccagactcca ccagctgcac ctcacactgg acacctt 97 



<210> 70 

<211> 28 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Synthetic peptide 
<400> 70 

Asn Pro Thr Asp He Ala Asp Thr Thr Leu Asp Glu Ser He Tyr Ser 
15 10 15 

Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys Pro Cys 
20 25 



<210> 71 
<211> 18 
<212> PRT 
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<213> Artificial sequence 
<220> 

<223> Synthetic peptide 
<400> 71 

Asp Glu Ser He Tyr Ser Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys 
15 10 15 

Pro Cys 



<210> 72 
<211> 17 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Synthetic peptide 
<400> 72 

Glu Ser He Tyr Ser Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys Pro 
15 10 15 

Cys 



<210> 73 
<211> 16 

<212> PRT 

<213> Artificial sequence 
<220> 

<223> Synthetic peptide 
<400> 73 

Ser He Tyr Ser Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys Pro Cys 
15 10 15 



<210> 74 
<211> 15 

<212> PRT 

<213> Artificial sequence 

<220> 

<223> Synthetic peptide 
<400> 74 

He Tyr Ser Asn Tyr Tyr Leu Tyr Glu Ser He Pro Lys Pro Cys 
15 10 15 



33/34 



wo 03/018635 



PCT/JP02/08828 



<210> 75 
<211> 14 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Synthetic peptide 
<400> 75 

Glu Ser lie Tyr Ser Asn Tyr Tyr Leu Tyr Glu Ser He Cys 
1 5 10 



<210> 76 
<211> 13 
<212> PRT 

<213> Artificial sequence 

<220> 

<223> Synthetic peptide 
<400> 76 

Glu Ser He Tyr Ser Asn Tyr Tyr Leu Tyr Glu Ser Cys 
1 5 10 



<210> 77 
<211> 12 
<212> PRT 

<213> Artificial sequence 

<220> 

<223> Synthetic peptide 
<400> 77 

Glu Ser He Tyr Ser Asn Tyr Tyr Leu Tyr Glu Cys 
1 5 10 



<210> 78 
<211> 11 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Synthetic peptide 

<400> 78 

Glu Ser He Tyr Ser Asn Tyr Tyr Leu Tyr Cys 
1 5 10 
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